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(54) Up-converting reporters for biological and other assays using laser excitation techniques 

(57) The invention provides methods, compositions, 
and apparatus for performing sensitive detection of ana- 
lytes, such as biological macromoiecules and other 
analytes, by labelling a probe molecule with an up-con- 
verting label. The up-converting label absorbs radiation 
from an illumination source and emits radiation at one or 
more higher frequencies, providing enhanced signal-to- 
noise ratio and the essential elimination of background 
sample autofluorescence. The methods, compositions, 
and apparatus are suitable for the sensitive detection of 
multiple analytes and for various clinical environment 
sampling techniques. 



to 
co 

CM 

o 

CL 
LU 

Pnrn«3 Dy Ran* Xero* (UK) Busness Services 



EP0 723 146 A1 



Description 

BACKGROUND OF THE INVENTION 

The invention relates generally to detectable labels and compositions useful in assay methods (or detecting soluble, 
suspended, or particulate substances or analytes such as proteins, carbohydrates, nucleic acids, bacteria, viruses, and 
eukaryotic cells and more specifically relates to compositions and methods that include luminescent (phosphorescent 
or fluorescent) labels. 

Methods for detecting specific macromolecular species, such as proteins, drugs, and polynucleotides, have proven 
to be very valuable analytical techniques in biology and medicine, particularly for characterizing the molecular compo- 
sition of normal and abnormal tissue samples and genetic material. Many different types of such detection methods are 
widely used in biomedical research and clinical laboratory medicine. Examples of such detection methods include: 
immunoassays, immunochemical staining for microscopy, fluorescence-activated cell sorting (FACS). nucleic acid 
hybridization, water sampling, air sampling, and others. 

Typically, a detection method employs at least one analytical reagent that binds to a specific target macromolecular 
species and produces a detectable signal. These analytical reagents typically have two components: (1) a probe mac- 
romolecule, for example, an antibody or oligonucleotide, that can bind a target macromotecule with a high degree of 
specificity and affinity, and (2) a detectable label, such as a radioisotope or covalently-linked fluorescent dye molecule. 
In general, the binding properties of the probe maaomolecule define the specificity of the detection method, and the 
detectability of the associated label determines the sensitivity of the detection method. The sensitivity of detection is in 
turn related to both the type of label employed and the quality and type of equipment available to detect it. 

For example, radioimmunoassays (Rl A) have been among the most sensitive and specific analytical methods used 
for detecting and quantftating biological maaomolecules. Radioimmunoassay techniques have been used to detect and 
measure minute quantities of specific analytes, such as polypeptides, drugs, steroid hormones, polynucleotides, 
metabolites, and tumor markers, in biological samples. Radioimmunoassay methods employ immunoglobulins labeled 
with one or more radioisotopes as the analytical reagent Radiation (a, p, or y) produced by decay of the attached radi- 
oisotope label serves as the signal which can be detected and quantitated by various radiometric methods. 

Radioisotopic labels possess several advantages, such as: very high sensitivity of detection, very low background 
signal, and accurate measurement with precision radiometric instruments (scintillation and gamma counters) or with 
inexpensive and sensitive autoradiographic techniques. However, radioisotopic labels also have several disadvantages, 
such as: potential health hazards, difficulty in disposal, special licensing requirements, and instability (radioactive decay 
and radiolysis). Further, the fact that radioisotopic labels typically do not produce a strong (i.e., non-Cerenkov) 6ignal in 
the ultraviolet, infrared, or visible portions of the electromagnetic spectrum makes radioisotopes generally unsuitable as 
labels for applications, such as microscopy, image spectroscopy, and flow cytometry, that employ optical methods for 
detection. 

For these and other reasons, the fields of clinical chemistry, water and air monitoring, and biomedical research 
have sought alternative detectable labels that do not require radioisotopes. Examples of such non-radioactive labels 
include: (1 ) enzymes that catalyze conversion of a chromogenic substrate to an insoluble, colored product (e.g., alkaline 
phosphatase, p-galactosidase. horseradish peroxidase) or catalyze a reaction that yields a fluorescent or luminescent 
product (e.g„ luciferase) (Beck and Koster (1990) Anal. Chem. 62: 2258: Durrant, I. (1990) Nfllutfi24fi: 297; Analytical 
Applications pf PiQlgrriinescffncg arX j ^^lurrtjnrecQncg (1984) Kricka et al. (Eds.) Academic Press. London), and (2) 
direct fluorescent labels (e.g., fluorescein isothiocyanate. rhodamine, Cascade blue), which absorb electromagnetic 
energy in a particular absorption wavelength spectrum and subsequently emit visible light at one or more longer (i.e.. 
less energetic) wavelengths. 

Using enzymes and phosphorescent/fluorescent or colorimetric detectable labels offers the significant advantage 
of signal amplification, since a single enzyme molecule typically has a persistent capacity to catalyze the transformation 
of a chromogenic sitetrate into detectable product. With appropriate reaction conditions and incubation time, a single 
enzyme molecule can produce a large amount of product, and hence yield considerable signal amplification. However, 
detection methods that employ enzymes as labels disadvantageous^ require additional procedures and reagents in 
order to provide a proper concentration of substrate under conditions suitable for the production and detection of the 
colored product. Further, detection methods that rely on enzyme labels typically require prolonged time intervals for 
generating detectable quantities of product, and also generate an insoluble product that is not attached to the probe 
molecule. 

An additional disadvantage of enzyme labels is the difficulty of detecting multiple target species with enzyme- 
labeled probes. It is problematic to optimize reaction conditions and development time(s) for two or more discrete 
enzyme label species and, moreover, there is often considerable spectral overlap in the chromophore endproducts 
which makes discrimination of the reaction products difficult. 

Fluorescent labels do not offer the signal amplification advantage of enzyme labels, nonetheless, fluorescent labels 
possess significant advantages which have resulted in their widespread adoption in immunocytochemistry. Fluorescent 
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labels typically are small organic dye molecules, such as fluorescein, Texas Red, or modamine, which can be readily 
conjugated to probe molecules, such as immunoglobulins or S&CtL auras Protein A. The fluorescent molecules (ftuor- 
ophores) can be detected by illumination with fight of an appropriate excitation frequency and the resultant spectral 
emissions can be detected by electro-optical sensors or light microscopy. 

5 A wide variety of fluorescent dyes are available and offer a selection of excitation and emission spectra. It is possi- 
ble to select fluorophores having emission spectra that are sufficiently different so as to permit muttitarget detection and 
discrimination with multiple probes, wherein each probe species is linked to a different fluorophore. Because the spec- 
tra of fluorophores can be discriminated on the basis of both narrow band excitation and selective detection of emission 
spectra, two or more distinct target species can be detected and resolved (Titus et al. (1982) J, IrrtmMnti, Methods §Q: 

io 193; Nederlof et al. (1989) Cytometry 10: 20; Ploem. J.S. (1971) Ann. NY Acad, Scj, UZ' 414). 

Unfortunately, detection methods which employ fluorescent labels are of fimited sensitivity tor a variety of reasons. 
First, with conventional fluorophores it is difficult to discriminate specific fluorescent signals from nonspecific back- 
ground signals. Most common fluorophores are aromatic organic molecules which have broad absorption and emission 
spectra, with the emission maximum red-shifted 50-100 nm to a longer wavelength than the excitation (i.e.. absorption) 

is wavelength. Typically, both the absorption and emission bands are located in the UV/visiNe portion of the spectrum. 
Further, the lifetime of the fluorescence emission is usually short, on the order of 1 to 100 ns. Unfortunately, these gen- 
eral characteristics of organic dye fluorescence are also applicable to background signals which are ©ontrfouted by 
other reagents (e.g., fixative or serum), or autofluorescence a the sample itself (JongWnd et al. (1982) Exp, Cell R^s. 
138 : 409; Aubin. J.E. (1979) J. Histochem. Cvtochem. 27: 36). Autofluorescence of optical lenses and reflected excrta- 

20 tion light are additional sources of background noise in the visible spectrum (Bevertoo et al. (1991) Cytometry U: 784; 
Bevertoo et al. (1992) Cytometry 1£ 561). Therefore, the limit of detection of specific fluorescent signal from typical 
fluorophores is limited by the significant background noise contributed by nonspecific fluorescence and reflected exci- 
tation light. 

A second problem of organic dye fluorophores that limits sensitivity is photolytic decomposition of the dye molecule 

25 (i.e.. photobleaching). Thus, even in situations where background noise is relatively low, it is often not possible to inte- 
grate a weak fluorescent signal over a long detection time, since the dye molecules decompose as a function of incident 
irradiation in the UV and near-UV bands. 

However, because fluorescent labels are attractive for various applications, several alternative fluorophores having 
advantageous properties for sensitive detection have been proposed. One approach has been to employ organic dyes 

30 cornprising a phycobiliprotein acceptor molecule dye that emits in the far red or near infrared region of the spectrum 
where nonspecific fluorescent noise is reduced. Phycobiliproteins are used in conjunction with accessory molecules 
that effect a large Stokes shift via energy transfer mechanisms (U.S. Patent No. 4.666.862; Oi et al. (1 982) J. Coll. Bipl. 
92: 891). Phycobiliprotein labels reduce the degree of spectral overlap between excitation frequencies and emission 
frequencies. An alternative approach has been to use cyanine dyes which absorb in the yellow or red region and emit 

35 in the red or far red where autofluorescence is reduced (Mujumbar et al. (1989) Cytometry 1Q: 11). 

However, with both the phycobiliproteins and the cyanine dyes the emission frequencies are red-shifted (i.e., fre- 
quency downshifted) and emission lifetimes are short therefore background autofluorescence is not completely elimi- 
nated as a noise source. More importantly perhaps, phycobiliproteins and cyanine dyes possess several distinct 
disadvantages: (1) emission in the red. far red. and near infrared region is not well-suited for detection by the human 

40 eye, hampering the use of phycobiliprotein and cyanine labels in optical fluorescence microscopy. (2) cyanines, phyco- 
biliproteins, and the coupled accessory molecules (e.g.. Azure A) are agaric molecules susceptible to photobleaching 
and undergoing undesirable chemical interactions with other reagents, and (3) emitted radiation is down -converted . 
i.e., of longer wavelength(s) than the absorbed excitation radiation. For example. Azure A absorbs at 632 nm and writs 
at 645 nm. and allophycocyanin absorbs at 645 nm and emits at 655 nm. and therefore autofluorescence and back- 

45 ground noise from scattered excitation light is not eliminated. 

Another alternative class of f luorophore that has been proposed are the down-converting luminescent larrthanide 
chelates (Soini and Lovgren (1987) CRC Crit. Rev. Anal Chem. 18 : 105; Lerf et al. (1977) Clin. Chem. 23: 1492; Soini 
and Hemmila (1979) Clin. Chem. £§: 353; Seveus et al. (1992) Cytometry 12: 329). Down-converting lanthanide 
chelates are inorganic phosphors which possess a large downward Stokes shift (i.e., emission maxima is typically at 

so least 1 00 nm greater than absorption maxima) which aids in the discrimination of signal from scattered excitation tight. 
Lanthanide phosphors possess emission lifetimes that are sufficiently long (i.e.. greater than 1 us) to permit their use 
in time-gated detection methods which can reduce, but not totally eliminate, noise caused by shorter-lived autofluores- 
cence and scattered excitation light Further, lanthanide phosphors possess narrow-band emission, which facilitates 
wavelength elimination against background noise and scattered excitation light, particularly when a laser excitation 

55 source is utilized (Reichstein et al. (1988) Anal. Chem. fifi: 1069). Recently, enzyme-amplified lanthanide luminescence 
using down-converting lanthanide chelates has been proposed as a fluorescent labeling technique (Evangelista et al. 
(1991) Anal. Bcochem. 197 : 213; Gudgin-Templeton et al. (1991) Clin Chem. 37: 1506). 

Until recently, down-converting lanthanide phosphors have had the significant disadvantage that their quantum effi- 
ciency in aqueous (oxygenated) solutions is so low as to render them unsuitable for cytochemical 6taining. Bevertoo et 
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al. (opcH) have descrfoed a particular down-converting lanthanide phosphor (yttrium oxysulfide activated with euro- 
pium) that produces a signal in aqueous solutions which can be detected by time-resolved methods. Seveus et al. 
(SQSSL) have used down-converting europium chelates in conjunction with time-resolved fluorescence necroscopy to 
reject the signal from prompt fluorescence and thereby reduce autofluorescence. Tanke et al. (U.S. Patent No. 
5.043.265) report down-converting phosphor particles as labels for immunoglobulins and polynucleotides. 

However, the down-converting lanthanide phosphor of Bevertoo et al. and the europium chelate of Seveus et al. 
require excitation wavelength maxima that are in the ultraviolet range, and thus produce significant sample autofluores- 
cence and background noise (e.g., serum and/or fixative fluorescence, excitation light scattering and refraction, etc.) 
that must be rejected (e.g.. by filters or time-gated signal rejection). Further, excitation with ultraviolet irraoSation dam- 
ages nucleic acids and other biological macromolecules. posing serious problems for immunocytochemical applications 
where it is desirable to preserve the viability of living cells and retain cellular structures (eg.. FACS, (^©-architectural 
microscopy). 

User scanning fluorescence microscopy has been used for two-photon excitation of a UV-excitable fluorescent 
organic dye. Hoechst 33258. using a stream of strongly focused laser pulses (Denk et a). (1990) Science 248 - 73) The 
rs organic fluorphore used by Denk et al. was significantly photobleached by the intense, highly focused laser light during 
the course of imaging. 

Thus, there exists a significant need in the art for labels and detection methods that permit sensitive optical and/or 
spectroscopic detection of specific label signaKs) with essentially total rejection of nonspecific background noise and 
which are compatible with intact viable cells and aqueous or airborne environments. 
20 The references discussed herein are provided solely for their disclosure prior to the filing date of the present appli- 
cation. Nothing herein is to be construed as an admission that the inventors are not entitled to antedate such disclosure 
by virtue of prior invention. 
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SUMMARY OF THE INVENTION 



The present invention provides labels, detection methods, and detection apparatus which permit ultrasensitive 
detection of cells, biological macromolecules. and other analytes. which can be used for multiple target detection and 
target discnrrtnaton. The up-converting labels of the invention permit essentially total rejection of non-specific back- 
ground autofluorescence and are characterized by excitation and emitted wavelengths that are typically in the infrared 
or visible portions of the spectrum, respectively, and thus avoid the potentially damaging effects of ultraviolet radiation 
The up-converting labels of the invention convert long-wavelength excitation radiation (e.g.. near-IR) to emitted radia- 
tion at about one-half to one-third the wavelength of the excitation wavelength. Since background fluorescence in the 
visible range is negligible if near-IR excitation wavelengths are used, the use of up-converting labels provides essen- 
telly background-free detection of signal. 

In brief, the invention provides the use of luminescent materials that are capable of muWphoton excitation and have 
upshifted emission spectra. In one embodiment of the invention, up-converting phosphors (i.e.. which absorb multiple 
photons in a tow frequency band and emit in a higher frequency band) are used as labels which can be linked to one or 
more probes, such as an immunoglobulin, polynucleotide, streptavidin. Protein A. receptor ligand. or other probe mol- 
ecule. In an another embodiment up-converting organic dyes serve as the label. The organic dye labels and phosphor 
labels of the invention are highly compatible with automated diagnostic testing, microscopic imaging applications and 
coded particle detection, among many other applications. 

The nature of the invention provides considerable flexibility in the apparatus for carrying out the methods. As a gen- 
eral matter, the excitation source may be any convenient light source, including inexpensive near-infrared laser diodes 
or hght-emrrhng diodes (LEDs). and the detector may be any convenient detector, such as a photodiode. In the case of 
a single reporter, the apparatus includes a laser diode capable of emitting light at one or more wavelengths in the 
reporter's excitation band and a detector that is sensitive to at least some wavelengths in the reporter's emission band 
™* ' as °[.^ * Preferably focused to a small region in the sample, and light emanating from that region is collected 
and directed to the detector. An electrical signal representing the intensity of light in the emission band provides a 
measure of the amount of reporter present. Depending on the detector's spectral response, it may be necessary to pro- 
so vide a filter to block the excitation light. 

Simultaneous detection of multiple reporters is possible, at least where the reporters have different excitation 
bands or different emission bands. Where the excitation bands differ, multiple laser diodes emitting at respective appro- 
priate wavelengths are combined using a wavelength division multiplexer or other suitable techniques such as fre- 
quency labeling, frequency modulation, and lock-In detector device. If the emission bands are different (whether or not 
the excitation bands are different), light in the different emission bands is separated and sent to multiple detectors If the 
emission bands overlap, a single detector may be used, but other detection techniques are used. One example is to use 
time multiplexing techniques so that only one reporter is emitting at a given time. Alternatively, the different laser diodes 
can be modulated at different characteristic frequencies and lock-in detection performed 
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Detection methods and detection apparatus of the present invention enable the ultrasensitive detection of up-con- 
verting phosphors and up-converting organic dyes by exploiting what is essentially the total absence of background 
noise (eg., autofluorescence, serurrvTixative fluorescence, excitation light scatter) that are advantageous characteris- 
tics of up-converting labels. Some embodiments of the invention utilize time-gated detection and/or wavelength-gated 

5 detection for optimizing detection sensitivity, discriminating multiple samples, and/or detecting multiple probes on a sin- 
gle sample. Phase-sensitive detection can also be used to provide discrimination between signal(s) attributable to an 
up-converting phosphor and background noise (e.g. autofluorescence) which has a different phase shift. 

Up-converting organic dyes, such as red-absorbing dyes, also can be used in an alternate embodiment that con- 
verts the photons absorbed by the dye into a transient voltage that can be measured using electrodes and conventional 

io electronic circuitry. After having undergone two-photon absorption the dye is ionized by additional photons from the light 
source (e.g.. a laser) leading to short-lived molecular ions whose presence can be detected and quantified by measur- 
ing the transient photoconductivity following the excitation irradiation. In this embodiment resonant muttiphoton ioniza- 
tion is used to provide a quantitative measurement of the number and/or concentration of dye molecules in a sample. 
Furthermore, essentially all photoions formed in the irradiated sample contribute to the signal, whereas photons are 

15 emitted rsotropically and only a fraction can be collected using optics. Measurement of the transient photocurrent effec- 
tively transfers the conversion of photons into an electronic signal that is readily measured with relatively simple and 
inexpensive sensors such as electrodes. 

In some embodiments, the present invention utilizes one or more optical laser sources for generating excitation illu- 
mination of one or more discrete frequency(ies). In certain variations of the invention, laser irradiation of an up-convert- 

20 ing label can modify the immediate molecular environment through laser-induced photochemical processes involving 
either direct absorption or energy transfer; such spatially-controlled deposition of energy can be used to produce local- 
ized damage and/or to probe the chemical environment of a defined location. In such embodiments, the up-converting 
label can preferably act as a photophysical catalyst. 

The invention provides methods for producing targeted damage (e.g. , catalysis) in chemical or biological materials, 

25 wherein a probe is employed to localize a linked up-converting label to a position near a targeted biological structure 
that is bound by the probe. The localized up-converting label is excited by one or more excitation wavelengths and emit 
at a shorter wavelength which may be directly cytotoxic or genotoxic (e.g., by producing free radicals such as superox- 
ide, and/or by generating thyminethymine dimers), or which may induce a local photdytic chemical reaction to produce 
reactive rtemical species in the immediate vicinity of the label, and hence in the vicinity of the targeted biological mate- 

30 rial. Thus, targeting probes labeled with one or more up-converting labels (e.g., an up-converting inorganic phosphor) 
may be used to produce targeted damage to biological structures, such as cells, tissues, neoplasms, vasculature, or 
other anatomical or histological structures. 

Embodiments of the present invention also include up-converting phosphors which can also be excited by an elec- 
tron beam or other beam of energetic radiation of sufficient energy and are cathodoluminescent. Such electron-stimu- 

35 lated labels afford novel advantages in eliminating background in ultrasensitive biomoiecule detection methods. 
Typically, stimulation of the up-converting phosphor with at least two electrons is employed to generate a visible-light or 
UV band emission. 

The invention also provides for the simultaneous detection of multiple target species by exploiting the multiphoton 
excitation and subsequent background-free fluorescence detection of several up-converting phosphors or up-convert- 

40 ing dyes. In one embodiment several phosphors/dyes are selected which have overlapping absorption bands which 
allow simultaneous excitation at one wavelength (or in a narrow bandwidth), but which vary in emission characteristics 
such that each probe-label species is endowed with a distinguishable fluorescent "fingerprint" By using various meth- 
ods and devices, the presence and concentration of each of the phosphors or dyes can be determined. 

The invention also provides biochemical assay methods for determining the presence and concentration of one or 

45 more analytes. typically in solution. The assay methods employ compositions of probes labeled with up-converting 
phosphors and/or up-converting dyes and apparatus for magnetically and/or optically trapping particles that comprise 
the analyte and the labeled probe. In one embodiment, a sandwich assay is performed, wherein an immobilized probe, 
immobilized on a particle, binds to a predetermined analyte, producing an immobilization of the bound analyte on the 
particle; a second probe, labeled with an up-converting label can then bind to the bound analyte to produce a bound 

so sandwich complex containing an up-converting label bound to a particle. By combining different probe-label combina- 
tions, particles of various sizes, colors, and/or shapes with distinct immobilized probe(s), and/or various excitation 
wavelengths, it is possible to perform multiple assays essentially simultaneously or contemporaneously. This multiplex 
advantage affords detection and quantitation of multiple analyte species in a single sample. The assay methods are 
also useful for monitoring the progress of a reaction, such as a physical, chemical, biochemical, or immunological reac- 

55 tion. including binding reactions. For example, the invention may be used to monitor the progress of ligand -binding reac- 
tions, polynucleotide hybridization reactions, including hybridization kinetics and thermodynamic stability of hybridized 
polynucleotides. 

The invention also provides methods, up-converting labels, and compositions of labeled binding reagents for per- 
forming fluorescence-activated cell sorting (FACS) by flow cytometry using excitation radiation that is in the infrared por- 
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tion of the spectrum and does not significantly damage cells. This provides a significant advantage over present FACS 
methods which rely on excitation illumination in the ultraviolet portion of the spectrum, including wavelengths whk* are 
known to produce DNA lesions and damage cells. 

The invention also provides compositions comprising at least one fluorescent organic dye molecule attached to an 
inorganic up-converting phosphor. The fluorescent organic dye molecule is selected from the group consisting of - rhod- 
ammes. cyanines. xanthenes. acridines. oxazines. porphyrins, and phthatocyanines. and may optionally be complexed 
with a heavy metal. The fluorescent organic dye may be adsorbed to the inorganic up-converting phosphor crystal 
and/or may be covalently attached to a coated inorganic up-converting phosphor, a derivatized vitrocerarrtc up-convert- 
ing phosphor, or a microencapsulated inorganic up-converting phosphor. 

BRIEF DESCRIPTION OF THE DRAWINGS 

fig. 1 is an optical and electronic block diagram illustrating representative apparatus for performing diagnostics on 
a sample according to the present invention; 

Fig. 2A shows apparatus for implementing phase sensitive detection in the context of a single channel- 
Fig. 2B shows apparatus where first and second laser diodes are modulated by signals from waveform generators- 
Fig. 3 shows apparatus for performing gated detection; 

Fig. 4 shows an apparatus for performing diagnostics on a sample using first and second reporters excitation bands 

centered at XI and A* respectively, and having overlapping emission bands near X 3 ; 

Fig. 5A. 58. 5C show schematically energy state transitions in multi-photon excitation schemes. 

Fig. 6 shows a miniaturized instrument using a hand-held probe; 

Wnding sites* ^ 0< 8 Char9e " COupl6d device (CC0) arra y "sed to detect emissions from a large plurality of 

Fig. 7B shows the CCD array used in conjunction with a lens array; 
Fig. 8 shows an embodiment using optical trapping; 

Fig. 9 shows schematically dye coating and encapsulation of an up-converting phosphor particle- 
Fig. 10 shows schematically an apparatus for determining particle velocity and hydrodynamic or aerodynamic prop- 
erties of a target; 

Fig. 1 1 is a phosphor emission spectrum of sodium yttrium f luoride-yttertwunVertwum up-converting phosphor with 
an excrtahon laser source at a wavelength maximum of 977.2 nm; emission maximum is about 541 0 nnv 
Fig 12 is an excitation scan of the sodium yttrium fluoride-ytterbium/erbium phosphor excitation spectrum with 
emission collection window set at 541 .0 nm; 

Fig. 13 is a time-decay measurement of the phosphor luminescence at 541 nm after termination of excitation illu- 
mination for sodium yttrium fluaide-ytteroium/eibium; 

Fig. 14 shows the phosphor emission intensity as a function of excitation illumination intensity for a sodium yttrium 
fluoride-ytterbium/erbium phosphor; 

Fig. 15 shows effective single-photon phosphorescence cross-section for 0.3 nm particles of 
Na(Y 0 e Ybo. 12 Er 0 08 )F 4 following excitation with 200W/cm 2 at 970nm 

fig. 16 shows size-dependence of phosphorescence cross-section for Na(Y 08 Ybo 12 Er 008 )F< particles. 

Fig. 17A snows a fluorescence scan of an up-converting phosphor reporter in Hepes-buffered saline induced bv 

excitation with a 970-nm laser source; 

utlllT^ a r' UO, '^ en ?. 6peCtrum 8can 01 80 "P^onverting phosphor reporter coated with streptavidin in 
Hepes-buffered saline induced by excitation with a 970-nm laser source; 

fig 18A shows an excitation spectrum scan of an up-converting phosphor reporter in Hepes-buffered saline with 
monochromatic detection of emission at 541 nm; 

fig 188 shows an excitation spectrum scan of an up-converting phosphor reporter coated with streptavidin in 
Hepes-buffered saline with monochromatic detection of emission at 541 nm 

rilL S !^l!!! irt ^ a ^8na'cotained from samples of (Wh^.^)^ showing the relationship 
between phosphor concentration and up-converted signal; 

r 9 ^ Sh T matica,, y 006 erntjodiment of an sandwich immunoassay for detecting an analyte in a solution 
by binding the analyte (e.g.. an antigen target) to a biotinylated antibody and to an immobilized antibody, wherein 
the analyte forms a sandwich complex immobilized on a solid substrate superparamagnetic microbead and 

. k ?1 sc H ematica,ly detection and discrimination of two cell surface antigens with specific antibodies 
labeled with two phosphors with distinct phosphorescence characteristics, 
fig. 22 shows a schematic of an apparatus for phase-sensitive detection. 

fig. 23 show a schematic of a competitive homogeneous assay using phosphors as labels and fiber optic illumina- 
tion at a capture surface. 

^lT^, a V*^** h0m0flene0US ant * en assay using phosphors as labels and a 

convergent illumination beam focused on the capture surface. 
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Fig. 25 show a schematic of a homogeneous rmmuroprecrirtation assay using phosphors as labels and a conver- 
gent illumination beam focused on the capture surface wherein the capture surface collects ImmunoprecrtHates. 

QESCB1EDQM or specific embodiments 

5 

Definitions 

Unless defined otherwise, all technical and scientific terms used herein have the same meaning as commonly 
understood by one of ordinary skill in the art to which this invention belongs. Although any methods and materials sim- 

io War or equivalent to those described herein can be used in the practice or testing of the present invention, the preferred 
methods and materials are described. For purposes of the present invention, the following terms are defined below. 

As used herein, "label" refers to a chemical substrtuerrt that produces, under appropriate excitation conations, a 
detectable optical signal. The optical signal produced by an excited label is typically electromagnetic radiation in the 
near-infrared, visible, or ultraviolet portions of the spectrum. The labels of the invention are up-converting labels, which 

15 means that the chemical substituent absorbs at least two photons at an excitation frequency and subsequently emits 
electromagnetic energy at an emission frequency higher than the excitation frequency. Thus, there is generally a signif- 
icant Stokes shift between the original excitation frequency and the final emission frequency. A label is generally 
attached to a probe to serve as a reporter that indicates the presence and/or location of probe. The invention encom- 
passes organic and inorganic up-converting labels, but preferably employs up-converting inorganic lanthanide phos- 

20 phors as labels. Thus, a typical label of the invention is a submicron-size up-converting lanthanide phosphor particle. 

As used herein, a "probe" refers to a binding component which binds preferentially to one or more targets (e.g. anti- 
genic epitopes, polynucleotide sequences, macromolecular receptors) with an affinity sufficient to permit discrimination 
of labeled probe bound to target from nonspecrfically bound labeled probe (Le. f background). Generally, the probe-tar- 
get binding is a non-covalent interaction with a binding affinity (Ko) of at least about 1 x 10 6 M"\ preferably with at least 

25 about 1 x10 7 M"\and more preferably with an affinity of at least about 1 x 10 8 M" 1 or greater. Antibodies typically have 
a binding affinity for cognate antigen of about 1 x 10 10 M* 1 or more. For example but not limitation, probes of the inven- 
tion include: antibodies, polypeptide hormones, polynucleotides, streptavidin. Staphlyococcus aureus protein A. recep- 
tor ligands (eg., steroid or polypeptide hormones), leucine z^per polypeptides, lectins, antigens (polypeptide, 
carbohydrate, nucleic acid, and hapten epitopes), and others. 

30 As used herein, a "probe-label conjugate" and a "labeled probe" refer to a combination comprising a label attached 
to a probe. In certain embodiments, more than one label substituent may be attached to a probe. Alternatively, in some 
embodiments more than one probe may be attached to a label (e.g.. multiple antibody molecules may be attached to a 
submicron-size inorganic up-converting phosphor bead). Various attachment chemistries can be employed to link a 
label to a probe, including, but not limited to. the formation of: covalent bonds, hydrogen bonds, ionic bonds, electro- 

35 static interactions, and surface tension (phase boundary) interactions. Attachment of label can also involve incorpora- 
tion of the label into or onto microspheres, micrcparticles. immunobeads. and superparamagnetic magnetic beads 
(Polysciences. Inc., Warrington. Pennsylvania; Bangs Laboratories, Inc. 979 Keystone Way. Carmel. IN 46032). For 
exarrple, inorganic up-converting phosphor particles can be encapsulated in microspheres that are composed of poly- 
mer material that is essentially transparent or translucent in the wavelength range(s) of the excitation and emitted elec- 

40 tromagnetic radiation (U.S. Patent 5,132,242, incorporated herein by reference). Such microspheres can be 
functional ized by surface derivatization with one or more reactive groups (e.g.. carboxylate, amino, hydroxylate, or poly- 
acrolein) for covalent attachment to a probe, such as a protein. Probe-label conjugates can also comprise a phosphor 
chelate. 

As used herein, the term "target" and "target anaryte" refer to the object(s) that is/are assayed for by the methods 
45 of the invention. For example but not limitation, targets can comprise polypeptides (e.g., hGH, insulin, albumin), glyco- 
proteins (e.g., immunoglobulins, thrombomodulin, r^lutamyltranspeptidase; Goodspeed et at. (1989) Qene 26: 1), lipo- 
proteins, viruses, microorganisms (e.g.. pathogenic bacteria, yeasts), polynucleotides (e.g.. cellular genomic DNA, 
RNA in a fixed histological specimen for in situ hybridization. DNA or RNA immobilized on a nylon or nitrocellulose 
membrane, viral DNA or RNA in a tissue or biological fluid), and pharmaceuticals (i.e.. prescribed or over-the-counter 
so drugs listed in the Physicians Drug Reference and/or Merck Manual, or illegal substances such as intoxicants or ana- 
bolic steroids). 

As used herein, the term "antibody" refers to a protein consisting of one or more polypeptides substantially 
encoded by immunoglobulin genes. The recognized immunoglobulin genes include the kappa, lambda, alpha, gamma 
(IgGi. IgGz. lgG3. IgGU), delta, epsiion and mu constant region genes, as well as the myriad immunoglobulin variable 
55 region genes. Full-length immunoglobulin "light chains" (about 25 Kd or 214 amino acids) are encoded by a variable 
region gene at the NH2-termrnus (about 1 10 amino adds) and a kappa or lambda constant region gene at the COOH- 
terminus. FulUength immunoglobulin "heavy chains" (about 50 Kd or 446 amino acids), are similarly encoded by a var- 
iable region gene (about 116 amino adds) and one of the other aforementioned constant region genes. &a» gamma 
(encoding about 330 amino acids). One form of immunoglobulin constitutes the basic structural unit of an antibody. This 
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form is a tetramer and consists of two identical pairs of immunoglobulin chains, each pair having one fight and one 
heavy chain. In each pair, the fight and heavy chain variable regions are together responsible for binding to an antigen 
and the constant regions are responsible for the antibody effector functions. In addition to antibodies, irrmmogtobulins 
may exist m a variety of other forms including, for example. Fv. Fab. and F(ab-) 2 . as well as (afunctional hybrid antibodies 
<JZ0» Lanzavecchia et al.. pur. J. Immunol. i£ 105 (1987)) and in single chains Huston et aL Pipe Natl. Acad 
&UAS£ S5, 5879-5883 (1988) and Bird aL 24JL 423^6 (1988))^ Q^TbSSJftSS 

notogy . Benjamin. N.Y.. 2nd ed. (1984). and Hunkapiller and Hood. NaMfi, 312. 15-16 (1986)) Thus, not all immu- 
noglobufins are antibodies. (See. U.S.S.N. 07/634.278. which is incorporated herein by reference, and Co et al (1991) 
PfOC, Natl, Acfirt Set. (U.S.A ) 8S: 2869. which is incorporated herein by reference). 

. 5 US ^f n ' c >0be P^^eotide" re,ers to a polynucleotide that specifically hybridises to a predetermined tar- 
get polynucleotide For example but not limitation, a probe polynucleotide may be a portion of a cONA corresponding 
to a particular mRNA sequence, a portion of a genomic done, a synthetic oligonucleotide having sufficient sequence 
homology to a known target sequence (e.g.. a telomere repeat TTAGGG or an Alu repetitive sequence) tor specific 

S£?<^!i^S? J™ (6fl - ,f0m 80 SP6 Ctoninfl vector or a PO^nWe nucleic add (NMsenet al. 
L!S ^ ££254: ^ ,arget PCynudeotides may be detected by hybridization of a labeled probe polynu- 

%T ^l? m Seq " ence<s) - For ******* but not limitation, target polynudeotides may be: genomic sequences 
rSa^?™^™ Chrom0S0 " ,a repeated se ^ uences - regulatory sequences, eta). RNA (e.g.. mRNAThnRNA, 

^S'ir'S "J^SE ( L g : V,ral ° r myCOplasmai DNA " RNA sequences), or transgene sequences. 
M | JSL*S? ^ 18 5^"!!* 6 35 ^ forma,ion of "yb^ between a probe polynucleotide and a target 
r^!? 6 P 01 ^ 60 ^ PWferentiafiy hybridizes to the target DNA such that for example, at 
leastone discrete band can be identified on a Southern blot of DNA prepared from eukaryotic cells that containiie tor 

and/0 ' 8 **** «n ^ nudeus foc*.izesto a dis^e^^l 

l^nZf^ T^l J"™?™ " repet,t,Ve se ^ uence - ,n ^ instances, a target sequence may be present in more 
Sr^l^^ 8 ^ (e9 ' 8 *"»•» S «' uence «V occurin multiple menEeSrf a g^e 
t^J^T SeqU9nce) «fe evident that optimal hybridization conditions wHI vary depending ^xTthe 
LTectTbv^S^ vT^ °LT ^ ««rget(s,. and l£S5L£^SS 

222 m^LT^i Various gurfeUnes may be used to select appropriate hybridization conditions (ss& Mani- 

£!£i £££!lPT£ A ' n hnfnt0fY M n ni lf " (1989)> 2nd Ed ' <*" "arbor- NY - and Berger and Wmmel. 

D^O^fgy^ff^Sf^ ^ T ^'^ < 1987 >- ***** Jress. Inc.. San 

Diego. CA.. Dunn et al. (1989) J. gtol. Chem. 2M: 13057 and Qoodspeed et al. (1989) gene 76 1 

. *"ffd herein - ,erm "tabel excitation wavelength" refers to an electromagnetic radiation wavelength that, when 
Z^T* J Toting Peaces a detectable fluorescent emission from the up^erti^eTw^ 

Z™? ** reia 106 lei ; m ^ em)SS,on wavelength- refers to a wavelength that is emitted from an up-converting label 
| ^ U ^^ ,emp ^^ witn - ■«*■*» of the up-converting label with one or more^STwave- 
TV Wavelen9tns 01 "P^onverting labels are shorter (i.e.. higher frequency radiation) than the cor- 
^ZtrT^Z T Ve,en9thS - **" ^ 6XCita1i0n lengths ^ labeTerSsion Jelengti* *e 
e^SSon^ns UP " COnV6rt,n9 ^ Spec,es ' ^ are readily determined by performing simple excitation and 
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ouJ^^l^Zr^T 96 ""orescent labels that are excited by an excitation wavelength and subse- 
quently emrt electromagnetic rad.at.on at ip-shifted frequendes (i.e.. at higher frequencies than the excitation radia- 

In accordance with the present invention, labels comprising up-converting inorganic phosphors and/or up-convert- 
™!"'^f w! Pf0Vkled Van0US ** liea1ton8 - The up-converting labels of the invention may be attochedto one 
IT* 88 8 fep0rter 0 e - a marter > 01 the ^0" of the probej) The upconverting 

labete can be attached to various probes, such as antibodies, streptavidin. protein A. polypeptide ligarSofceS 
receptors. Pdynudeotide probes, drugs, antigens, toxins, and others. Attachment of the^^eSgTabel E Te 

Zf^^^S 5 ^ 1 ° Sin9 Vari ,°° S linkase depending ipon the nature of the sped Fic probe. For 

example but not limitation, mtcrocrystalline ufMxjnverting lanthanide phosphor partides may be coated with a uolvcar- 
^fdjag., Additon XW 330. Hoechst Frankfurt. Germany, d^iE^^ ^^nsTel^ml- 
moji^ 11 ^ t ^f+f%!f^ n0r P role ^ 080 Pe Physically adsorbed to the surface of Se phosphor partide (Bev^tooetal 
ilf^l ^* '8 • nco ^orated herein by reference). Alternatively, various Inorganic phosphor coating techniques 

Z Sh^ NH S^r^t 10 ' T y ^ P ' aSma depOSiti0n - ^ derivatiS^th fur^^S 
J.g.. -COOH -NH 2 . -CONHz) attached by a silane coupling agent to -SiOH moieties coated on the phosphor partide 

1™!%? 1 vrtroceramic phosphor partide comprising silicon oxtoe(s) and up-converting phosphor composi- 
tions. Vrtroceramic phosphor partides can be annnated with, tor example. amfoopropyrtn^xydlanVfor the%TSe 
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of attacttng amino groups to the vrtrocemmic surface on linker molecules, however other omoga-functionalized silanes 
an be substituted to attach alternative functional groups. Probes, such as proteins or polynucleotides may then be 
directly attached to the vrtroceramic phosphor by covalent linkage, for example through saoxane bonds or through car- 
borvcarbon bonds to linker molecules (e.g./organofunctional siiytating agents) that are covalentiy bonded to or 

5 adsorbed to the surface of a phosphor particle. 

Microcrystalline up-converting phosphor particles are typically smaller than about 3 microns in diameter, preferably 
less than about 1 micron in diameter (i.e.. submicron). and more preferably are 0.1 to 0.3 microns or less in diameter. 
It is generally most preferred that the phosphor particles are as small as possible while retaining sufficient quantum con- 
version efficiency to produce a detectable signal; however, for any particular application, the size of the phosphor par- 

w ticie(s) to be used should be selected at the discretion of the practitioner. For instance, some applications (e.g., 
detection of a non-abundant cell surface antigen) may require a highly sensitive phosphor label that need not be small 
but must have high conversion efficiency and/or absorption cross-section, while other applications (eg., detection of an 
abundant nuclear antigen in a permeablized cell) may require a very small phosphor particle that can readily diffuse and 
penetrate subcellular structures, but which need not have high conversion efficiency. Therefore, the optimal size of inor- 

15 ganic phosphor particle is application dependent and is selected by the practitioner on the basis of quantum efficiency 
data for the various phosphors of the invention. Such conversion efficiency data may be obtained from available sources 
(e.g.. handbooks and published references) or may be obtained by generating a standardization curve measuring quan- 
tum conversion efficiency as a function of particle size. In some applications, such as those requiring highly sensitive 
detection of small phosphor particles, infrared laser diodes are preferably selected as an excitation source. 

20 Although the properties of the up-converting phosphors will be described in detail in a later section, it is useful to 
outline the basic mechanisms involved. Up-conversion has been found to occur in certain materials containing rare- 
earth tons in certain crystal materials. For example, ytterbium and erbium act as an activator couple in a phosphor host 
material such as barium-yttrium-fluoride. The ytterbium ions act as the absorber, and transfer energy non-radiatively to 
excite the erbium ions. The emission is thus characteristic of the erbium ion's energy levels. 

25 

Up-Converting Microcrystalline Phosphors 

Although the invention can be practiced with a variety of up-converting inorganic phosphors, it is believed that the 
preferred embodiment(s) employ one or more phosphors derived from one of several different phosphor host materials, 

30 each doped with at least one activator couple. Suitable phosphor host materials include: sodium yttrium fluoride 
(NaYF 4 ) ( lanthanum fluoride (LaF 3 ), lanthanum oxysulfide, yttrium oxysulfide, yttrium fluoride (YF 3 ), yttrium gallate, 
yttrium aluminum garnet, gadolinium fluoride (GdF 3 ), barium yttrium fluoride (BaYF 5 , BaY 2 F 8 ), and gadolinium 
oxysulfide. Suitable activator couples are selected from: ytterbium/erbium, ytterbium/thulium, and ytterbium/holmium. 
Other activator couples suitable for up-conversion may also be used. By combination of these host materials with the 

35 activator couples, at least three phosphprs with at least three different emission spectra (red, green, and blue visible 
light) are provided. Generally, the absorber is ytterbium and the emitting center can be selected from: erbium, holmium, 
terbium, and thulium; however, other up-converting phosphors of the invention may contain other absorbers and/or 
emitters. The molar ratio of absorber: emitting center is typically at least about 1 :1. more usuafiy at least about 3:1 to 
5:1 . preferably at least about 8:1 to 1 0: 1 . more preferably at least about 11 :1 to 20: 1 , and typically less than about 250: 1 . 

40 usually less than about 1 00:1 , and more usually less than about 50:1 to 25:1 , although various ratios may be selected 
by the practitioner on the basis of desired characteristics (e.g.. chemical properties, manufacturing efficiency, absorp- 
tion cross-section, excitation and emission wavelengths, quantum efficiency, or other considerations). The ratio(s) cho- 
sen will generally also depend upon the particular absorber-emitter couple(s) selected, and can be calculated from 
reference values in accordance with the desired characteristics. 

45 The optimum ratio of absorber (e.g.. ytterbium) to the emitting center (e.g.. erbium, thulium, or holmium) varies, 
depending upon the specific absorber/emitter couple. For example, the absorber:emrtter ratio for Yb:Er couples is typ- 
ically in the range of about 20:1 to about 100:1 , whereas the absorber .emitter ratio for Yb:Tm and Yb:Ho couples is typ- 
ically in the range of about 500 : 1 to about 2000:1 . These different ratios are attrfoutable to the different matching energy 
levels of the Er. Tm. or Ho with respect to the Yb level in the crystal. For most applications, up-converting phosphors 

so may conveniently comprise about 10-30% Yb and either: about 1-2% Er, about 0.1-0.05% Ho. or about 0.1-0.05% Tm, 
although other formulations may be employed. 

Some embodiments of the invention employ inorganic phosphors that are optimally excited by infrared radiation of 
about 950 to 1000 run, preferably about 960 to 980 nm. For example but not limitation, a microcrystalline inorganic 
phosphor of the formula YF 3 :Ybo.ioEr 0 01 exhibits a luminescence intensity maximum at an excitation wavelength of 

55 about 980 nm. Inorganic phosphors of the invention typically have emission maxima that are in the visible range. For 
example, specific activator couples have characteristic emission spectra: ytterbium-erbium couples have emission 
maxima in the red or green portions of the vis&le spectrum, depending upon the phosphor host; ytterbium-holmium 
couples generally emit maximally in the green portion, ytterbium-thulium typically have an emission maximum in the 
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blue range, and ytterbium-terbium usually emit maximally in the green range. For example. Y 0 soYbo 19 Er 0 01 F 2 emits 
maximally in the green portion of the spectrum. 

Although up-converting inorganic phosphor crystals of various formulae are suitable tor use in the invention, the fol- 
lowing formulae, provided for example and not to limit the invention, are generally suitable: 

Na(Y Jt Yb y Er z )F 4 : x is 0.7 to 0.9. y is 0.09 to 0.29. and z is 0.05 to 0.01 ; 

Na(Y K YbyHoJF 4 : x is 0.7 to 0.9. y is 0.0995 to 0.2995. and 2 is 0.0005 to 0.001 ; and 

Na(Y x Yb y Tm z )F 4 : x is 0.7 to 0.9. y is 0.0995 to 0.2995. and z is 0.0005 to 0.001 . 

O^YbyErJC^S : x is 0.7 to 0.9. y is 0.05 to 0.12; z is 0.05 to 0.12. 

( Y o.86 Yl *).08 Er o.06)2()3 * a relatively efficient up-converting phosphor material. 
For exemplification, but not to limit the invention. ytterbium(Yb)-erbium(Er)<loped yttrium oxysulf ides luminesce in 
the green after excitation at 950 nm. These are non-linear phosphors, in that the ytterbium acts as an "antenna" 
(absorber) for two 950 nm photons and transfers its energy to erbium which acts as an emitter (activator). The critical 
grain size of the phosphor is given by the quantum yield for green emission and the doping level of both Yb and Er, 
which is generally in the range of about 1 to 10 percent, more usually in the range of about 2 to 5 percent. A typical 
YbrEr phosphor crystal comprises about 10-30% Yb and about 1-2% Er. Thus, a phosphor grain containing several 
thousand formula units ensures the emission of at least one or more photons during a typical laser irradiation time. 
However, the nonlinear relationship between absorption and emission indicates that intense illumination at the excita- 
tion wavelength(s) may be necessary to obtain satisfactory signal in embodiments employing very small phosphor par- 
ticles (i.e., less than about 0.3 fim). Additionally, it is usually desirable to increase the doping levels of activator/emitter 
couples for producing very small phosphor particles so as to maximize quantum conversion efficiency. 

Inorganic microcrystalline phosphors with rare earth activators generally have narrow absorption and line emission 
spectra. The fine emission spectra are due to /-/transitions within the rare earth ion. These are shielded internal tran- 
sitions which result in narrow line emission. 

In certain applications, such as where highly sensitive detection is required, intense illumination can be provided 
by commercially available sources, such as infrared laser sources (e.g., continuous wave (CW) or pulsed semiconduc- 
tor laser diodes). For example, in applications where the microcrystalline phosphor particle must be very small and the 
quantum conversion efficiency is low, intense laser illumination can increase signal and decrease detection times. Alter- 
natively, some applications of the invention may require phosphor compositions that have inherently low quantum con- 
version efficiencies (e.g.. low doping levels of activator couple), but which have other desirable characteristics (e.g, 
manufacturing efficiency, ease of derivatization, etc.); such low efficiency up-converting phosphors are preferably 
excited with laser illumination at a frequency at or near (i.e.. within about 25 to 75 nm) an absorption maximum of the 
material. The fact that no other light is generated in the system other than from the up-converting phosphor allows for 
extremely sensitive signal detection, particularly when intense laser illumination is used as the source of excitation radi- 
ation. Thus, the unique property of up-conversion of photon energy by up-converting phosphors makes possible the 
detection of very small particles of microcrystalline inorganic phosphors. For practical implementation of phosphors as 
ultrasensitive reporters, particularly as intracellular reporters, it is essential that the grain size of the phosphor be as 
small as practicable (typically less than about 0.3 to 0.1 jim), for which laser-excited up-converting phosphors are well- 
suited. 

For example, various phosphor material compositions capable of up-conversion are suitable for use in the invention 
are shown in Table I. 
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Tablet 



Phosphor Material Compositions 


Host Material 


Absorber Ion 


Emitter ion 


Color 


Oxysulfides (O2S) 








Y 2 0 2 S 


Ytterbium 


Erbium 


Green 




Ytterbium 


Erbium 


Red 


La 2 02$ 


Ytterbium 


Holmium 


Green 


Oxyhalides (OX y ) 








YOF 


Ytterbium 


Thulium 


Blue 


Y3OCI7 


Yterbium 


Terbium 


Green 


Fluorides (F x ) 








YF 3 


Ytterbium 


Erbium 


Red 


GdF 3 


Ytterbium 


Erbium 


Green 


UF 3 


Ytterbium 


Holmium 


Green 


NaYF 3 


Ytterbium 


Thulium 


Blue 


BaYF 5 


Ytterbium 


Thufium 


Blue 


BaY 2 F 8 


Ytterbium 


Terbium 


Green 


Gallates (Gafi y ) 








YGa0 3 


Ytterbium 


Erbium 


Red 


Y 3 Ga50 12 


Ytterbium 


Erbium 


Green 


Silicates (Si x O y ) 








YSiaOs 


Ytterbium 


Holmium 


Green 


ysho 7 


Ytterbium 


Thulium 


Blue 



In addition to the materials shown in Table I and variations thereof, aluminates, phosphates, and vanadates can be suit- 
able phosphor host materials. In general, when silicates are used as a host material, the conversion efficiency is rela- 
tively low. In certain uses, hybrid up-converting phosphor crystals may be made (e.g„ combining one or more host 
40 material and/or one or more absorber ion and/or one or more emitter ion). 

Preparation of Inorganic Phosphor Labels 

Techniques and methods for manufacture of inorganic phosphors has been descrfoed in the art. Up-converting 
45 phosphor crystals can be manufactured by those of ordinary skill in the art by various published methods, including but 
not limited to the following: Yocom et al. (1971) Metallurgical Transactions 2: 763; Kano et al. (1972) J. Bectrochem, 
SQC p. 1561; Wittke et al. (1972) J AppI. Phvsics 43: 595; Van Uitert et al. (1969) Mat Res. Bull. 4: 381; which are 
incorporated herein by reference. Other references which may be referred to are: Jouart JP and Mary G (1990) Lumi- 
nescence 46: 39; McPherson GL and Meyerson SL (1991) Chem. Phvs. Lett. (April) p.325; Oomen et al. (1990) J. Unni- 
50 nescence 46: 353; Nl H and Rand SC (1991) Optics Lett. 16 (Sept.): McFartane RA (1991) Optics Lett. Ifi (Sept.); Koch 
et al. (1990) AppI. Phvs. Lett. 5fi: 1083; Silversmith et al. (1987) AppI. Phvs. Lett. 51: 1977; Lenth W and McFartane RM 
(1990) J. Luminescence 45: 346; Hirao et al. (1991) J Noncrystalline Solids 125: 90; McFarlane et al. (1988) AppI, 
Phvs. Lett. 52: 1300, incorporated herein by reference). 

In general, inorganic phosphor particles are milled to a desired average particle size and cfistrfoution by conven- 
55 tional milling methods known in the art. including milling in a conventional barrel mHI with zirconia and/or alumina balls 
for periods of up to about 48 hours or longer. Phosphor particles used in binding assays are typically about 3.0 to 0.01 
y m in diameter (or along the long axis rf non-spherical), more usually about 2.0 to 0. 1 |im in size, and more conveniently 
about 1 .0 to 0.3 jim in size, although phosphor particles larger or smaller than these dimensions may be preferred for 
certain embodiments. Phosphor particle size is selected by the practitioner on the basis of the desired characteristics 
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and in accordance with the guidelines provided herein. Fractions having a particular particle size range may be pre- 
pared by sedimentation, generally over an extended period (i.e.. a day or more) with removal or the desired size r^nge 
fraction after the appropriate sedimentation time. The sedimentation process may be monitored, such as with a Horiba 
Particle Analyzer. 

Phosphor particles can be coated or treated with surface-active agents (e.g., anionic surfactants such as Aerosol 
OT) during the mining process or after milling is completed. For example, particles may be coated with a polycarboxyfic 
acid (e.g. ( Additon XW 330. Hoechst. Frankfurt. Germany or Tamol, s§g Beverloo et al. (1992) op.crt.) during milling to 
produce a stable aqueous suspension of phosphor particles, typically at about pH 6-8. The pH of an aqueous solution 
of phosphor particles can be adjusted by addition of a suitable buffer and titration with acid or base to the desired pH 
range. Depending upon the chemical nature of the coating, some minor loss in conversion efficiency of the phosphor 
may occur as a result of coating, however the power available in a laser excitation source can compensate for such 
reduction in conversion efficiency and ensure adequate phosphor emission. 

In general, preparation of inorganic phosphor particles and Unkage to binding reagents is performed essentially as 
described in Beverloo et al. (1992) ooflL and Tanke U.S. Patent 5,043.265. 

Frequently, such as with phosphors having an oxysutf de host material, the phosphor particles are preferably ris- 
persed in a polar solvent such as acetone or DMSO and the like, to generate a substantially monodisperse emulsion 
(e.g.. for a stock solution). Aliquots of the monodisperse stock solution may be further diluted into an aqueous solution 
(eg., a solution of avidin in buffered water or buffered saline). 

Ending Assays 



Up-converting phosphors and ur>converting organic dyes are used as reporters (i.e.. detectable markers) to label 
binding reagents, either directly or indirectly, for use in binding assays to detect and quanttate the presence of ana- 
lyte(s) in a sample. Binding reagents are labeled directly by attachment to up-converting reporters (e.g.. surface 
adsorption, covalent linkage). Binding reagents which can be directly labeled include, but are not limited to' primary 
antibodies (i.e., which bind to a target analyte). secondary antibodies (i.e.. which bind to a primary antibody or pros- 
thetic group, such as biotin or digoxygenin), Staphlococcus aureus Protein A, polynucleotides, streptavidin, and recep- 
tor ligands. Binding reagents can also be indirectly labeled; thus, a primary antibody (e.g.. a rabbit anti-eri>B antibody) 
can be indirectly labeled by noncovalent binding to a directly labeled second antibody (e.g.. a goat anti-rabbit antibody 
linked to an up-converting inorganic phosphor). Quantitative detection of the analyte-probe complex may be conducted 
in conjunction with proper calibration of the assay for each probe employed. A probe is conveniently detected under sat- 
urating excitation conditions using, for example, a laser source or focused photodiode source for excitation illumination. 

Specific binding assays are commonly divided into homogeneous and heterogeneous assays. In a homogeneous 
assay, the signal emitted by the bound labeled probe is different from the signal emitted by the unbound labeled probe, 
hence the two can be distinguished without the need for a physical separation step. In heterogeneous assays, the signal 
emitted from the bound and unbound labeled probes is identical, hence the two must be physically separated in order 
to distinguish between them. The classical heterogeneous specific binding assay is the radioimmunoassay (RIA) (Yalow 
et al. (1978) Science 2QQ: 1245. which is incorporated herein by reference). Other heterogeneous binding assays 
.nclude the radioreceptor assay (Cuatrecasas et al. (1974) Ann. Rev. PiochCTI- 43: 109). the sandwich radioimmu- 
noassay (U.S. Patent 4,376.1 10. which is incorporated herein by reference), and the arttibody/Iectin sandwich assay 
(EP 0 166 623, which is incorporated herein by reference). Heterogeneous assays are usually preferred, and are gen- 
erally more sensitive and reliable than homogeneous assays. 

Whether a tissue extract is made or a biological fluid sample is used, it is often desirable to dilute the sample in one 
or more diluents that do not substantially interfere with subsequent assay procedures. Generally, suitable diluents are 
aqueous solutions containing a buffer system (e.g.. 50 mM NahfePC^ or 5-100 mM Tris, pH4-pH10). non-interfering 
ionic spedes (5-500 mM KQ or NaCJ, or sucrose), and optionally a nonionic detergent such as Tween. When the sam- 
ple to be analyzed is affixed to a solid support, it is usually desirable to wash the sample and the solid support with dilu- 
ent prior to contacting with probe. The sample, either straight or diluted, is then analyzed for the diagnostic analyte 

In the general method of the invention, an analyte in a sample is detected and quantified by contacting the sample 
with a probe-label conjugate that specifically or preferentially binds to an analyte to form a bound complex, and then 
detecting the formation of bound complex, typically by measuring the presence of label present in the bound complexes 
A probe-label conjugate can include a directly labeled analyte-binding reagent (e.g. a primary antibody (inked to an up- 
converting phosphor) and/a an indirectly labeled analyte-binding reagent (e.g., a primary antibody that is detected by 
a labeled second antibody, or a biotinylated polynucleotide that is detected by labeled streptavidin). The bound com- 
plex(es) are typically isolated from unbound probe-label conjugate(s) prior to detection of label, usually by incorporating 
at least one washing step, so as to remove background signal attributable to label present in unbound probe-label con- 
jugate^). Hence, it is usually desirable to incubate probe-label conjugate^) with the analyte sample under binding con- 
ditions for a suitable binding period 
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Binding condtions vary, depending upon the nature of the probe-label conjugate, target analyte. and specific assay 
method. Thus, binding condrtions will usually cfiffer if the probe is a polynucleotide used in an in situ hybridization, in a 
Northern or Southern Wot or in solution hybridization assay. Binding conditions will also be (Efferent if the probe is an 
antibody used in an in safe histochemical staining method or a Western blot (Towbtn et al. (1979) Proc. Natl. Acffll. $ci. 
(U.S.A.) 7g: 4350. incorporated herein by reference). In general, binding conditions are selected in accordance with the 
general binding methods known in the art Fa example, but not fa limitation, the following birring conditions are pro- 
vided fa general guidance: 

Faan^yprprjes: 

10-200 mM Tris. pH 6^8; usually 100 mM Tris pH 7.5 
15-250 mM Nad; usually 150 mM Nad 
0.01-0.5 percent, by volume. Tween 20 
1 percent bovine serum albumin 
4-37°C; usually 4° tol5°C 

For polynucleotide probes: 

3-1 Ox SSC. pH 6-6; usually 5x SSC, pH 7.5 

0-50 percent deionized formarrride 

1 -1 Ox Denhardt's solution 

0-1 percent sodium dodecyl sulfate 

10-200 jig/ml sheared denatured salmon sperm DNA 

20-65°C. usually 37-45°C fa polynucleotide probes longer than 50 bp. usually 55-65*C fa shorter oligonulce- 
otkje probes 

Additional examples of binding conditions for antibodies and polynucleotides are provided in several sources, including: 
Maniatis et al.. Molecular aonino: A Laboratory Manual (1989). 2nd Ed.. Cold Spring Harba, N.Y. and Berger and Kim- 
mel. Methods in Enzvmologv volume 152. Guide to Molecular Cloning Techniques (1987). Academic Press. Inc.. San 
Diego. CA.; Vbung and Davis (1983) Proc. Natl. Acad. Sci. (U.S.A.) 80 : 1 194. which are incorporated herein by refer- 
ence. When the probe is a receptor ligand, such as IL-2. ^-interferon, or other polypeptide hormones, cytokines, a lym- 
phokines. suitable binding conditions generally are those described in the art for performing the respective receptor- 
ligand binding assay. 

Various examples of suitable binding conditions useful in immunoassays and irnmunohistochemistry are dis- 
cussed, for example, in Harlow and Lane. Antibodies: A | a^tory Manual Cold Spring Harba. New \brk (1988). 
which is incorporated herein by reference. In general, suitable binding conditions for immunological reactions include 
an aqueous binding buffer containing a salt (e g., 5-500 mM NaCI a KG), a buffer (e.g., Tris a phosphate buffer at pH 
4-10), and optionally a nonionic detergent (e.g.. Tween). In some embodiments, proteinase inhibitors a stabilizers may 
be included. The binding reactions are conducted for a suitable binding period, which, for antibody reactions, are typi- 
cally at least about 1 to 5 minutes, preferably at least about 30 minutes to several hours, although typically less than 
about 24 hours, more preferably less than about a few hours a less. Binding reactions (including washes) are typically 
carried out a temperature range of about 0°C to about 45°C. preferably about 4°C to about 20-25°C. 

Binding assays, which include in gfcj hybridization, in s&j binding assays, and immunohtstochernical staining, are 
usually performed by first incubating the sample with a blocking a prehybricfizatfon solution, followed by incubating the 
sample with probe under binding conditions for a suitable binding period, followed by washing a otherwise removing 
unbound probe, and finally by detecting the presence, quantity, and/or location of bound probe. The step of detecting 
bound probe can be accomplished by detecting label, if the probe is directly labeled, or by incubating the bound com- 
plies) with a second binding reagent (e.g.. streptavidin) that is labeled and which binds to the probe, thus accomplish- 
ing indirect labeling of the probe. 

Up-converting labels are attached to probe(6) a second binding reagents that specifically a preferentially bind to 
probe(s) by any of the various methodologies discussed herein. Additionally, up-converting phosphor particles can be 
encapsulated in microspheres and coated with a probe (e.g., a specific antigen a antibody) for use as a labeled probe 
in an immunodiagnostic assay or nucleic acid hybridisation assay to detect an analyte in a sample, such as the pres- 
ence of an antibody, virus, a antigen in a blood serum sample, according to the method of Hari et al. (1990) gjQlech- 
nlaues g: 342. which is incorporated herein by reference. Microencapsulation of phosphor can be accomplished in 
several ways known in the art. including coating the phosphor with a monomer solution and polymerizing the monomer 
to generate a polymer shell encasing the phosphor particle. Phosphor particles embedded in a polymer coating, such 
as a gel coating, can be functionalized (e.g.. with amino groups) for covalent attachment to a bincfing component 

Similarly, up-converting phospha particles can be coated with probe directly, either by surface adsorption, by mul- 
tiple hydrogen bonding, by electrostatic interaction, by van der Waafs binding, or by covalent linkage to a functional 
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group on a functionalized inorganic phosphor particle (e.g.. a vitroceramic phosphor), tor example, by linking an amino 
aad aide-Cham amine or carboxylate group of a probe protein to a carboxylate or amine group, respectively on a func- 
tionalized phosphor particle 

In certain embodiments, such as where steric and/or charge interference of a bulky up-converting phosphor parti- 
cle mhfeits binding of the linked binding reagent to a target, it is desirable to incorporate a molecular spacer between 
the phosphor particle and the binding reagent For example, a derivatized microencapsulated phosphor or vitroceramic 
phosphor may be conjugated to a hetercbifunctional reagent having a -(Cl-y,,- spacer, where n is usually an integer 
from about 2 to about SO. between terminal functional groups. Similarly, phosphors may be directly derivatized with deri- 
vation agents (e g., omega-functionalized silanes) having long intramolecular spacer chains, wherein a functional 
group reactive with a desired binding reagent is separated from the surface of the phosphor by a spacer of usually at 
least about 15 A (i.e.. the equivalent of about 10 -CHz-straight-chain groups). M some embodiments, labels are 
attached by spacer arms of various lengths to reduce potential steric hindrance. Multiple layers of spacer arms may also 
be used (eg., multiple layers of stieptavidin-biotin linkages). 

Multiple Analvte Detection 

Since up-converting phosphors can be differentiated on the basis of the excitation and/or emission wavelength 
spectra, up-converting phosphors can be used to detect and discriminate multiple analyte targets, such as for example 
cell surface antigens or soluble maaomolecules. 

For example, streptavidin. avidin. or another linker macromolecule (eg., antidigoxigenin antibody) are attached 
respectively, to each of two different phosphors (for illustration, designated here as Phosphor#1 and Phosphor*2) which 
differ in their absorption and/or emission spectra so as to facilitate discrimination of the two phosphors based on 
absorption and/or emission wavelengths; eg., one phosphor may emit in the blue and the other may emit in the green 
M/v eX ^' e -r and 001 ,imi1ation - Na ( Y o.8oYbo.i8Er 0 .o2)F 4 emits predominantly in the green, and 
Na( Yo73Ybo.2 7 Tnio 001 )F 4 emits predominantly in the blue, and thus these two phosphors may be discriminated on the 
basis of their phosphorescent emissions. Alternatively, two phosphors may produce essentially similar emission spectra 
but may have different excitation wavelengths which provide a basis for their discrimination in multiple analyte detection 
,irst ***** component (eg., an antibody) that binds specifically to a first analyte species (eg., a lymphocyte CD4 
antigen) and incorporates biotinyl moieties which may be bound by streptavidin-Phosphor#l conjugates can be used to 
quantitatively detect the presence of a first analyte in a sample (e.g., a serum sample) by measuring phosphorescence 
?1 7 ?°f p ™ )r * 1 ,n ana'yte-binding component complexes. A second binding component (eg., a probe polynucleotide) 
hat birxtespecifically to a second analyte species (eg., an HIV-1 sequence) and incorporates digoxygenin moieties 
(eg.. 1 1 -UTP-digoxygenin) which may be bound by antidigoxigenin-Phosphor#2 conjugates can be used to quantita- 
tively detect the presence of a second analyte in the sample by measuring phosphorescence of Phosphor#2 in analyte- 
binding component complexes. Thus, by simultaneously or contemporaneously detecting the presence of multiple 
phosphor reporters having differentiable signal characteristics, multiple analytes may be quantitatively detected in a sin- 
gle sample. 

Sandwich Binding Assa^ 

Up-converting phosphors labels can be used as reporters for sandwich binding assays (U.S. Patent 4.376 110 
which is incorporated herein by reference). For example, a magnetic bead, such as a superparamagnetic invnunobead 
or functionalized magnetizable polymer particle (Polysciences. Inc.. Warrington. Pennsylvania), can serve as the solid 
substrate which has an immobilized first binding component (eg., an antibody, a polynucleotide, or a lectin) that binds 
to a first epitope (i.e.. a binding locus: an antigenic determinant sugar moiety, chemical substituent or nucleotide 
sequence) of an analyte. The analyte binds to the first binding component and also to a second binding component 
<•*. an antibody, a lectin, or a polynucleotide) which binds to a second epitope of the analyte. Thus, the analyte 
bridges the two binding components to form a sandwich complex which is immobilized with respect to the solid sub- 
strate. The second binding component typically has an attached or incorporated label, such as a biotinyl group which 
, Ca " b ® bou 7 d to a streptavidin-coated up-converting phosphor. Alternatively, the second binding component can be 
linked directly to an up-converting phosphor, such as through a covalent linkage with a functionalized vitroceramic up- 
converting phosphor. 

The sandwich complex comprises the first binding component an analyte. and the second binding component 
which is labeled, either directly or indirectly, with an up-converting reporter. The sandwich complex is thus immobilized 
on the solid substrate, although the solid substrate itself may be mobile (e.g.. a superparamagnetic bead circulating in 
a sample slurry). The presence and amount of analyte(s) can be quantitatively measured by detecting the presence of 
up-converting reporter in sandwich complexes. 

For example, a solid substrate may have a plurality of distinct species of first binding component (eg. an array of 
different oligopeptides affixed to a solid support). One or more of the species of first binding component may bind to a 
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particular anatyte (e.g., a muscarinic receptor) in an analyte solution that is in contact with the solid support Binding of 
the analyte to one or more of the first bending component species may then be delected with a second binding compo- 
nent (e.g., an anti-muscarinic receptor anttoody) labeled with an up-converting phosphor (either directly or through a 
biotinylated secondary antibody). 

s Solid substrates can be attached to a first binding component which can bind more than one distinct analyte (e.g., 
may be immurtocrossreactive or poJyspectfic) and/or can be attached to multiple first binding component species which 
can bind multiple distinct analytes. Similarly, multiple second binding component species with binding specificities for 
particular analytes can be employed. When multiple second binding component species are employed, it is typically 
desirable to label each second binding component species with a unique up-converting label that can be distinguished 

10 on the basts of its absorption and/or emission properties. 

It is possible to use different absorbers in combination with various emitters to produce a collection of phosphors 
having several differentiate combinations of excitation and emission spectra For example but not limitation, six differ- 
ent] able phosphors may be generated from two absorbers and three emitters. A first absorber, A 1§ has an excitation 
wavelength of X A1 , a second absorber, has an excitation wavelength of X^, a first emitter, E 1t has an emission line 

is at Xgj, a second emitter, E 2 has an emission line at X^. anc * a emitter, E 3 , has an emission line at X E3 . The six 
phosphors may be differentiated and the signal from each individually quantrtated by illuminating the sample with an 
excitation wavelength XA1 and detecting separately the emitted radiation at X E1 , X^, and x^, and separately illuminat- 
ing the sample with XA2 and detecting separately the emitted radiation at X^ , X^. and X E3 . Table II shows the various 
absorber :emrtter combinations and their excitation and emission wavelengths. 

20 



Table II 





Absorber: Emitter Combination 


Excitation X 


Emission X 


25 


A1:E1 


XA1 


XE1 




A1:E2 


XA1 


XE2 




A1:E3 


XA1 


XE3 




A2:E1 


XA2 


XE1 


30 


A2:E2 


XA2 


XE2 




A2:E3 


XA2 


XE3 



35 Of course, additional absorber:emitter combinations are possfcle to provide more than six differentiate phosphor 
labels. 

It is also possible to utilize solid substrates of different types which may be distinguished (e.g., by size, color, den- 
sity, magnetic properties, shape, charge) so that a particular type of solid substrate is associated with a particular spe- 
cies of first binding component. 
40 For example and not limitation, the following three brief examples are provided to explicate further possible appli- 
cations of multiple analyte sandwich assay methods. 

Substrate Pffferentiafon 

45 The following example describes the use of distinguishable substrate types to detect the presence of specific 
immunoglobulin idiotypes in a sample (e.g., a blood serum sample taken from a patient) which can provide diagnostic 
information about the immune status of a patient (e.g., is a patient seroreactive with a particular antigen). 

Large superparamagnetic beads are conjugated to an immunogenic Herpesvirus Type II envelope glycoprotein, 
medium-sized superparamagnetic beads are conjugated to HIV gp120 glycoprotein, and small superparamagnetic 

50 beads are conjugated to an immunogenic cytomegalovirus envelope glycoprotein. A serum sample is taken from a 
patient and is incubated with a mixture of the superparamagnetic beads under binding conditions to permit specific 
binding of immunoglobulins in the sample with the three immobilized viral glycoprotein species. The superparamagnetic 
beads are separated from the sample to remove non-specif ically bound immunoglobulin and incubated with up-convert- 
ing phosphor particles coated with Staphylococcus aureus Protein A, which binds to IgG. under binding conditions. 

55 Superparamagnetic beads having specifically bound IgG are thus labeled with the phosphor-Protein A conjugate. 
Large, medium, and small superparamagnetic beads are then separately illuminated with phosphor excitation electro- 
magnetic radiation and time-gated emitted phosphorescence is detected. Background attrfoutable to non-specif ic bind- 
ing. H any, is determined and subtracted using internal standard beads (bovine serum albumin coated 
superparamagnetic beads) and positive and negative control serum samples. The intensity of phosphorescence asso- 
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40 



45 



50 



55 



ciated with the large, medium, and small beads provides a measure of the amount of antibodies in the sarmle which 

£?T^' r ^f ective,y - T** ™«>™*™ can be used to determine whether an indh^lpS^s^lS 
wrth the HIV-1 , human CMV. and/or Herpes Sirrplex Type II viruses. ^ ™ S D88n ***** 

Phpgphgr Dtffgrgntifltion 

The following example describes the use of differentiate up-converting phosphors to detect the presence and rel- 

Vanous isoforms of APP arise in the bra.n as a consequence of afternative exon usage and/or arternati^oroteoflfc 
processing pathways. Thus, although all APP isoforms may share a common, hypothetical epitope S TwSTaS 
isofornv may have a unique epitope (Y). while another APP isoform has a uniSi^^KSK^^ 

sterS^n^ 9 " 6 ^ 568 ^ 3 ' 6 C ° njU9a,ed 10 an that specifically to a common APP epitope (X) 

eSSL^SlT, ^ eC Jl ant,b0dy feaCtiVe Y * labeled with Phosphor #TwSh is 

exerted by wralength and emrts in a wavelength spectrum centered in the blue. A specific autoreactive with me 
unique 2 epitope .s labeled with Phosphor *2. which is excited by a wavelength A, andante hia^S^ 1 
centered in the green. A sample containing APP isoforms is incited 3 ^^^^SSZ 

27-^ are.llum.nmed with wavelength A, and blue light emission is detected and measured, and 
illuminated wrth ^ and green light emission is detected and measured. The intensity of A, -induced blue ernissiente* 

1^!T STS* taV,n9 me Z epitopft " the emfesk)ns from *"> Phosphors are readily distinguishable \Tand a! 
^LTJT^S. T 'l S,andari2ed re,ative •"•««■• o* tne two phosphors provides a misureT^tVe ^ 
dance of the APP isoform(s) containing the Y or Z epitopes. - measure or me relative aoun- 

Phosphor and Substrata Pifff mtf nftffl 

able^a^Zes^^? J* " up-converting phosphors in conjunction with distinguish- 

awe substrate types to detect the presence and relative abundance of particular T lymphocyte suboooulations in a 

brte murtj.exuig (,.e.. detectmg and/or characterizing multiple analytes in a samp.e by using JSS!Su^SSL 
types and/or up^onvertng phosphor labels) is believed to be a generally applicable method 

Urge superparamagnetic beads are conjugated to an anti-CD4 antibody, med.um -sized suDeroaramaanetic beads 
ZSTZT to a "^ D « antibod * and small superparamagnetic beadVare conjugate to lEEXXEE^ 
ZTSl l^SZZT^Z^Vj^* 80 "^^4 Phosphor that has ESSE 
rSS^^^c *! Wnds to •» CD4SR is labeled with an up-con- 

SSLS wavelength A, and emits in the green. An antibody that specifically WndstoTe 

aJ^T^* a " u ^ onve ^ Phosphor that has an excitation wavelength A3 and emrts in the blue 
*"TJ • SPUlUm ' urine ' ,eces " h'^y fcsua. etc.) sample is taken from apSert and is incubated wrth a 

ST t 1 "paramagnetic ***** and pnosphoHabeled antibodies under birxJirTcondrtiorvTt^^^ 
biding of cells in me Wood sample wrth the three bead-mmobilized antibody species 2!S^^SSSSSSi 
Af,eram, i en - an,ib0dy ttndin 9 » e superparamagnette beads are segreg^ tSSESZS 

^fSS^LTTT^ by fflUminati0n «* *i - «■ deSoVof red. gTeaTa* 

blue emissions, respectrvely. For example, the intensity of A, -induced red light emission associated wrth the teroe beads 

^2lr^Z?r e T °' Ce 't? Vjn9 b ° thCD4and 002 ^gens ^e^ve^anSo 

a^ur^?S^So (e ± L ^ ^ 66 'EL*"' CD4+ 06,18 *"» ^ CD2 - but those few cefls may have a Sge 
E£^22 2ST . ^ 8 ^ e 002 P'^Phoresoent signaJ). Similarly, the intensity of ^-induced green 
hght associated with the large beads is a rough measure of the amount of cells having both CD4 andCD45R surface 
antigens and/or the relative abundance of those surface antigens in a sample 

♦rih. i^T"'^ a ° ana,y ! e Sample - »«h as a Wood sample, can be -fingerprinted- for the presence and relative dis- 

^^Soonl ? S^lT era^rt,c.ntormat.on. for example, as to measuring a patient* immune status or measur- 
^/^T 10 chemotherapy directed against a particular blood cell subset Similar analyte fingerprints can beused 
° r9an,SmS ^ VirUSeS ' 35 WC " BS to onler ^eotide se^enceV for Z^g J^ 

♦ ra j!!! 5€ T!! m ?, 9ne _ t ! C b6adS Whlch 080 ^ diHerentia,ed based on size, shape, cola, or density can be maaneticallv 
trapped .ndivdually and scanned wrth appropriate excitation iDurrtnationta^S phosphor S^ZS 
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particular analytes detected. For example, a unitary detector can simultaneously or contemporaneousty trap the super- 
paramagnetic bead from a suspension, determine the bead type (size, shape, and/or color), and scan for presence and 
abundance of particular phosphors (by illuminating with excitation wave«ength(s) and detecting emitted wavelengths). 

By performing binding assays under dilute conditions wherein an average of one analyte or less (e.g.. lymphocyte) 
is bound per microbead. it is possfole to type cells individually (e.g., determine the abundance of CD45R on each indi- 
vidual CD4+ cell) and this generate more precise lymphocyte subpopulation definitions. 

Biotinylated magnetic beads can also be used to monitor the kinetics of binding streptavidin to phosphor particles 
and/or to segregate or purify streptavidin-coated up-converting phosphor particles from a reaction. Thus, streptavidin 
and up-converting phosphor particles are mixed in a reaction vessel under binding conditions for forming streptavidin- 
coated phosphor particles. After a suitable binding period, unbound streptavidin may be removed (e.g.. by centrifuga- 
tton wherein phosphor particles are collected as the pellet unbound streptavidin in the supernatant is decanted, and 
the pellet is resuspended). biotinylated magnetic beads are added to the remaining phosphor suspension in binding 
conditions, and streptavidin-coated phosphor particles are recovered bound to the biotinylated magnetic beads. 

Photophvygal ftrtaly?is by Up-Inverting PhQSftprs 

Other applications of the invention employ phosphors as a photophysical catalyst linked to a probe, where the radi- 
ation emitted by the phosphor is used, typically in conjunction with a dye molecule, to produce localized intense elec- 
tromagnetic radiation in an area adjacent to the probe for various purposes other than detection (e.g.. cytotoxicity, 
ionization of chemical species, mutagenesis, etc.). Fa example, an antibody that specifically binds to a cell surface anti- 
gen, such as a CD8 antigen on a CD8+ lymphocyte, may be used as a probe linked to a up-converting phosphor to 
localize the phosphor to CD8 4 lymphocytes. A sample containing CD8 + lymphocytes can be incubated with the anti- 
CD8* probe-phosphor conjugate and irradiated with an excitation wavelength (e.g. . from an infrared laser diode), result- 
ing in emission of up-shifted photons (i.e.. higher frequency electromagnetic radiation) in the vicinity of CD8* lym- 
phocytes to which the anti-CD8* probe-phosphor conjugate has bound. The emitted rariation may be of a wavelength 
that is cfirectly mutagenic and/or cytotoxic (e.g.. ultraviolet radiation that can lead to formation of thymine dmers. 760- 
765 nm light is also believed to produce chromosomal damage) or may be of a wavelength that can cause a photdytic 
decomposition of a chemical present in the environment, leading to local formation of reactive species that may damage 
adjacent cells (e.g.. photodecomposition of buckminsterfullerene. Ceo, to Csa and C2. may produce free radicals that 
may cause lipid peroxidation of cell membranes). 

Since phosphor-emitted radiation is isotropic, it is generally desirable to physically separate targets (e.g.. CD8* 
lymphocytes) from non-targets (e g.. CDS' lymphocytes) prior to excitation irradiation, so that undesirable damage to 
non-targets by isotropic emission(s) (i.e.. "secondary damage") is avoided. Physical separation may be accomplished 
by various means, including but not limited to: (1 ) performing excitation irradiation on a dilute suspension of target and 
non-target cells, wherein the mean distance separating individual cells is sufficient to reduce secondary damage to 
non-targets, and (2) employing hydrodynamic focusing to pass cells (both targets and non-targets) single file through 
an illumination zone (e.g., as in a fluorescence-activated cell sorter or the like). Thus, an up-converting phosphor finked 
to an anti-CD8+ antibody can be used to selectively damage CD8* lymphocytes in a lymphocyte sample, where (1) the 
phosphor emits at a wavelength that is either directly cytotoxic and/or (2) the phosphor emits at a wavelength that pro- 
duces reactive chemical species by photocatafysis of a compound present in the sample (e.g.. a sample can be doped 
with buckminsterfullerene). 

Instead of using the emitted radiation directly for photocatalytic action on tissue or tumors, an excited form of oxy- 
gen, so called singlet excited oxygen (O^Ag) can be generated by energy transfer from a dye sensitizer to dissolved 
molecular oxygen. This scheme makes use of the tissue penetrating power of near-infrared radiation (red and ultrared 
region light, including 970 nm) which reaches the inorganic up-converting phosphor. Two of the infrared photons are 
converted either into a red. green, or blue photon depending on the absorption spectrum of the sensitizer dye. The dye 
is excited by the up-converted radiation into a triplet state which transfers its energy to a dissolved molecular oxygen 
molecule to yield an excited (singlet) oxygen molecule. The cytotoxic activity of singlet oxygen is well documented in 
photodynamic therapy and other biomedical applications (sss, Wagnteres et al. (19-21 January 1990) Fvlurg Dirg^gns 
and Applications of Photodvnamic Therapy, pp. 249. SPIE Institutes for Advanced Optical Technologies, Society of 
Photo-Optical Instrumentation Engineers, Box 10. Bellingham, Washington 98277; Pelegrin et al. (1991) Cancer §7: 
2529; Wagnieres et al. (24-25 May 1991) Future Directions and Applications Of PtiQtQdynamiC Therapy, PP. 219; Folli et 
a]. (17 December 1991) Fluorescein Cliniaue 4; Braichotte et al. (May 1991) ENT-Clinic. Lausanne. Switzerland). 

In this application the up-converting phosphor is mixed or laced with a sensitizing dye such as methylene blue, rose 
bengal or phthalocyanine derivatives, such as Zn-phthalocyanine. In the first and third case a red-emitting phosphor is 
used, whereas for rose bengal a green-emitting phosphor is best suited. The phthalocyanine derivatives are ideally 
suited for this purpose because of their total insolubility in aqueous or biological solutions. These dyes therefore stay in 
close proximity to the emitters so that the specificity of the cell surface-reporter/probe/dye complex becomes the limiting 
factor. In this case, specialized combinations of reporter/probe/dye formulations preferably in the 0.1 to 0.3-micron size 
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range must be synthesized in order to enable efficient energy transfer: first up-converted radiation is absorbed by the 
dye as completely as possible; and second, the dye excited energy (triplet state) is transferred to dissolved molecular 
oxygen. Both processes are very efficient if the absorption spectrum of the sensitizer dye is matched to the up-con- 
verted radiation. 

. ™f scneme f«serts a step beyond the traditional photodynamic therapy methods in that the red light can be used 
bom for tracking and diagnostic as well as for therapeutic purposes after up-converting thus necessitating only one 
(infrared) light source at about 1000 run. A further advantage is the greater range within biological samples of the infra- 
red radiation compared to other known photodynamic therapy excitation schemes (750-850 nm). 

For embodiments employing up-converting phosphors as photophysical catalysts, it is generally desirable that- (1) 
' the wavelength(s) of the excitation radiation do not produce significant photocatalysis of the substrate compound (2) 
the wavelengths) of the excitation radiation are not directly cytotoxic or mutagenic, and (3) the emitted radiation is 
directly cytotoxic and/or is of an appropriate wavelength to produce a biologically effective amount of prwtodecornposi- 
tionof a substrate compound (e.g., buckminsterfullerene. psoralen, compounds containing azide substrtuerrts or other 
photoacbvated groups). Alternatively, histidine side chains of polypeptides can be oxidized by light in the presence of 
SL'tZ r^T wif me ** ana Wue or rose ^Sa' (Proteins. Structures and Mnteato Prm^ (1984) 
■ C ° mpany - NW YbrK; l"fr«<WtigntoPfOtftinPffl'rflirfl (1991). C. Branden and J. 
Tooze. Garland Publehng, New York. NY. which are incorporated herein by reference). Thus, for example ip-convert- 

dTm^^tS^" 0 ? 8 amib0dleS <*" * used as P^hysical catalysts to produce sefLive^Uzed 
damage to CDS lymphocytes. In accordance with the invention, essentially any antibody can be linked to an appropri- 
ate up-converting phosphor, either directly or by conjugation to protein A which may then bind the immunogtobuUn 
ZT^L*. t '^P^ nve *T n 9 P^toP^ysica' catalysts of the invention may be used to target essentially any desired antigen 
or cell type that can be distinguished by the presence of an identified antigen. 

Up-Converting Oroanic Dyps 

™ mi !fL t0 ^li , ^ nVertlnfl in0f9anic P" 0 ^^ ^rters we propose to use "molecular labels whose fluores- 
2£!2S!? t * ^STfT 5 m6anS - lnfrared w red light is exciting the probe-reporter complex bound to a 
target after which flight is emitted at shorter wavelengths with respect to the illuminating source. This up-converted light 
™ f^ 08 !^ h0 i* rom . the source °r autofluorescence by virtue of its higher energy. Furthermore, autofluores- 
cence is greatly reduced by virtue of the excitation in the infrared or red spectral range. The light source is a pump laser 
whose pump pulses are short in order to achieve high powers and tow energy in order to enable non-linear optical proc- 
esses in the dye. The goal is to excite the second excited singlet slate (S^ in a dye with a ps pulse from a tonabtedye 
£? r #f ?2*L Z "* Ph0t0ns - Aftef P um P in 9 «*• the dye relaxes within a few ps to the fluorescing 
f "« detected by optoelectronic means. The goal of reaching the % state using two photons enables 
one to take advantage of the increasing two-photon cross sections as one approaches the Sg state using twc~photon 
absorption. The non-resonant two-photon absorption cross sections are on the order of 10" 49 to 10 50 cm 4 s whereas 
^J^^rZ^!^^ <0 ^ absorptior, are lar 9 er by two to three orders of magnitude. A tew spedf ic exam- 
ples wil be mentioned: in general cyanines. xanthenes. rhodamines. acridines and oxazines are well suited for this pur- 
pose. Blue dyes can also be used, but the excitation wavelength will be in the red. Rhodamine can be excited at 650to 
700 nm using two photons, and fluorescence is expected around 555 nm. Many IR dyes such as IR-140. IR-132 and 

f " m ushlB ^ photons d 106 Nd:YAQ fundamental, and fluorescence is expected in the 
850 to 950 nm range. An example of a blue dye is BBQ excited at 480 nm to reach the Sj, state at 240 nm and ftuores- 
rZZIr^S 81 f° nm - 1 MSr l!!. these dyes are °"»y slightly soluble in aqueous solution and are either polar in 
ratore (cyan.nes) or have polar substrtuente. Depending on the nature of the probe, no or only minimal attachment 
l* e ™*l°lTJZ be i . unde ^, ken because <* *° *™dance of functional groups on the dye chromophore. Several 
compan es sell entire lines of dyes: examples are KODAK. Exciton and Lambda Physik. The scientific foundations of 
r^T^^ 0 '^ « oraamc dye molecules have been treated in a few experimental papers: A. Penzkofer and 
Zn T^Sf^i Pf^^ QWntWrn F 'ffnroniq? 19 (1987). 327-349; C. H. Chen and M. P. McCann. Optics Commun 
SSS'SSH STEST^ DUC Ji in9, QBfi^snmia 6 (1972). 101; B. Foucauft and J. P. !SrSrSK 
^ 4 ^L Sh '* Un U and C - Y She. Qpji £a A i aa29 (1982). 281-287; D. J. Bradley. M. H. R. HutcKnson 
and H. Koetser. Proc R Snr in^ a, 329 ^972), 10 5-1 19. 

Resonant Multfohoton Inniratipn 

th. fSL V ^ i lH Bh ,a !T in<ens i ties ^"P^onverting organic dyes are induced to absorb an additional exciting photon in 
Tnn^-J^f S ^l S %^ diatWn - M thOSe hi9h ,aser intensities *■ ««>r«cence is suppressed in favor of adaption 
of an addibonai photon. This process usually brings the organic dye molecules above the ionization limit in solution and 

^^Ll ITT H^S^ "111* 6 8helL ^ resutt 01 Ws «"e*pMoo interaction is a molecular ion 
and an attached or solvated electron. When this charge separation is taking place in an electric field, the charges drift 
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and generate a voltage that can be detected In an extremely sensitive manner This amounts to the measurement of 
the transient conductivity in the solvent system and is usually more sensitive than light detection. The disadvantage of 
this method is that it necessitates electrodes that sense the moving charges. In that sense it is not as non-invasive a 
method as light detection. On the other hand it bypasses the conversion of light into a photoelectric signal which repre- 

s sents an enormous advantage. Every optical system has a restricted viewing angle that reduces efficiency, whereas 
photoionization -senses* always close to 100% of the charges generated. Effectively, the non-linear interaction of the 
laser field converts every excited organic dye molecule into an electric pulse at sufficiently high field intensities that can 
be routinely achieved using commercial laser sources. Specif ic examples are the excitation of Rhodamine around 650 
to 700 nm, or BBQ excitation around 480 nm. Organic dyes absorbing in the red have to absorb two additional photons 

w after being excited into S2 thus making the whole process a four-photon excitation process, which is slower than a 
three-photon non-linear process. There may. however, be circumstances where such a four-photon process is desira- 
ble. 

Detection Apparatus 

15 

Detection and quantitation of inorganic up-converting phosphor(s) is generally accomplished by: (1) Ruminating a 
sample suspected of containing up-converting phosphors with electromagnetic radiation at an excitation wavelength, 
and (2) detecting phosphorescent radiation at one or more emission wavelength band(s). 

Illumination of the sample is produced by exposing the sample to electromagnetic radiation produced by at least 

20 one excitation source. Various excitation sources may be used, including infrared laser diodes and incandescent la- 
ments, as well as other suitable sources. Optical fflters which have high transmissibility in the excitation wavelength 
range(s) and low transmissibility in one or more undesirable wavelength band(s) can be employed to filter out undesir- 
able wavelengths from the source illumination. Undesirable wavelength ranges generally include those wavelengths 
that produce detectable sample autofluoresence and/or are within about 25-100 nm of excitation maxima wavelengths 

25 and thus are potential sources of background noise from scattered excitation illumination. Excitation illumination may 
also be multiplexed and/or coilimated; for example, beams of various discrete frequencies from multiple coherent 
sources (e.g., lasers) can be coilimated and multiplexed using an array of dichroic mirrors. In this way, samples contain- 
ing multiple phosphor species having different excitation wavelength bands can be illuminated at their excitation fre- 
quencies simultaneously. Illumination may be continuous or pulsed, or may combine continuous wave (CW) and pUsed 

30 illumination where multiple illumination beams are multiplexed (e.g.. a pulsed beam is multiplexed with a CW beam), 
permitting signal discrimination between phosphorescence induced by the CW source and phosphorescence induced 
by the pulsed source, thus allowing the discrimination of multiple phosphor species having similar emission spectra but 
different excitation spectra. For example but not limitation, commercially available gallium arsenide laser diodes can be 
used as an illumination source for providing near-infrared light. 

35 The ability to use infrared excitation for stimulating up-converting phosphors provides several advantages. First, 
inexpensive IR and near-IR diode lasers can be used for sustained high-intensity excitation illumination, particularly in 
IR wavelength bands which are not absorbed by water. This level of high-intensity illumination would not be suitable for 
use with conventional labels, such as ordinary fluorescent dyes (e.g., FITC). since high-intensity UV or visible radiation 
produces extensive photobleaching of the label and. potentially, damage to the sample. The ability to use higher iltumi- 

40 nation intensities without photobleaching or sample damage translates into larger potential signals, and hence more 
sensitive assays. 

The conpatibility of up-converting labels with the use of diode lasers as illumination sources provide other distinct 
advantages over lamp sources and most other laser sources. First, diode laser intensity can be modulated directly 
through modulation of the drive current. This allows modulation of the light for time-gated or phase-sensitive detection 

45 techniques, which afford sensitivity enhancement without the use of an additional modulator. Modulators require high- 
voltage circuitry and expensive crystals, adding both cost and additional size to apparatus. The laser diode a light-emit- 
ting diode may be pulsed through direct current modulation. Second, laser illumination sources provide illumination that 
is exceptionally monochromatic and can be tightly focused on very small spot sizes, which provides advantages in sig- 
nal-to-noise ratio and sensitivity due to reduced background light outside of the desired excitation spectral region and 

so illuminated volume. A diode laser affords these significant advantages without the additional expense and size of other 
conventional or laser sources. 

Detection and quantitation of phosphorescent radiation from excited up-converting phosphors can be accom- 
plished by a variety of means. Various means of detecting phosphorescent emission(s) can be employed, including but 
not limited to: photomultiplier devices, avalanche photodiode, charge-coupled devices (CCD). CID devices, photo- 

55 graphic film emulsion, photochemical reactions yielding detectable products, and visual observation (e.g.. fluorescent 
light microscopy). If the reporters are organic dyes, resonant multiphoton ionization can be sensed using electrostatic 
position-sensitive detectors. Detection can employ time-gated and/or frequency-gated light collection for rejection of 
residual background noise. Time-gated detection is generally desirable, as it provides a method for recording long-lived 
emission(s) after termination of illumination; thus, signal(s) attributable to phosphorescence or delayed fluorescence of 
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up<onvertng phosphor .s recorded, while short-Jived autofluoresence and scattered Nomination light, rt any. is 

6 lJ tme T!!^ 6t ! Cti0 l Can 56 produced SP 6 ^^ Periodic mechanical blocking by a rotating Wade 

(i.e mechanical chopper) or through electronic means wherein prompt signals (i.e.. occurring within about 0.1 to 0 3 
tis of termination of illumination) are rejected (e.g.. an electronic-controBed. solid-state optical shutter such as PockaMs 
or Kerr cells . Up-converting phosphors and up-converting delayed fluorescent dyes typically have emission lifetimes of 
approximately a few milliseconds (perhaps as much as 10 ms. but typically on the order of 1 ms). whereas background 
nose usually decays within about 100 ns. Therefore, when using a pulsed excitation source, rt is generally desirable to 
use time-gated detection to reject prompt signals. 

Since up-converting phosphors are not subject to photoWeaching. very weak emitted phosphor signals can be col- 
°T Vefy l0ng detection fimes (continuous illumination or multiple pulsed illumination) to increase 
d ,f ect,on ^ uch tme integration can be electronic or chemical (e.g.. photographic film). When non-infrared 
^ ™? ^ J!.^ 35 8 meanS de,eC<ing weak "P<onverting reporters provide the advantage 

ZZXZ J^^T^ 6 ^ h0SphWS *™ eX0ita,i0n source(8) P rovide '"umination in a wavelength 

Z Mi' 9 .-' 0ear ,nfrared) ^ does not produce exposure of the film (i.e.. is similar to adark- 

^.Sfnn^L!"" 5 ' T^S" 9 ph0Sph0rs be used as convenient ultrasensitive labels for imrnunohistochem- 
SlSTl^?? !° 5 I _ l ^ yb " d,2ati0n in injunction with fluorescence microscopy using an infrared source (e.g.. a 

fZ^rl ; * L? 0toarapnic ,Bm < e ° - ^ ^chrome) for signal and image detection of visible ^ge 
luminescence (with or without an infrared-blocking fitter). ^ 

Instrumen tation Overview 

on a ™S S2S and . e ]ectronic block diagram illustrating representative apparatus 10 for performing diagnostics 
Z ^Vi^S 9 t0 .? e Pr6Sent inverti0n - 106 invention -nay be carried out with one or a pluratt/of recent 
inTrT^r^f 8 ^ 6 3PParatUS *«* 8 System ^^n two diagnostics are performed on a^eWe 

band centered at A., while the second reporter has respective excitation and emission bands centered at X, and A,' 

ll^! 35* S! , r eSent ' nVent '' 0n r6ly 00 mU,tiph0,0n eXCte,i0n - ™*"*'« * a "d ^ a7e.o^e! tt^vavl 
lengths x, and ^ . The former are typically in the near infrared and the latter in the visible 

tho hJ£L°1 'S.* 00 ' 068 f 00) 31X3 20(2) ' ^ 06 laser diodes or light-emitting diodes (LEDs). provide light at 
T 2? wave,en9tns - whae respective detectors 22(1) and 22(2). which may be photodiodeToeSnt 
™ WaVe ' en9,ns - ^ ^ radia «on « related to the incident flux by a ^r^ so eSeS 

^nSr^nl^ 6 ^ « «* T ° this erxl ligntTom the^sLS 

S * n9 ^ * 8 Surtable combination element 25. is focused to a small region by a lens or other focus- 
ZZ^^ I* ^ ^ "*» ^ * » e Pn^nor reporters fe collected by a. ens 30^ 

SeTSsT em,SS,0n Separa,6d * a 8uitatte reparation element 32 and directed to the respec- 

wav^nSSii"^ ° f r^" 6 r69im f fof drivin9 ^ teser diodes and detecting the emitted light in the different 
2^S?tS ^ 1 S^encally asacontrol electronics block 35 communicating with ihe laser diodes and 

t^^rSSr^ 

TThere may be a plurality of reporters having distinct emission bands but a common excitation band In such a case 

Z S ZZSS^T d6tectore ** a sin9,e ^ diode SimBart * *™ ™* a <* 

2m.2!Z£Z? 52 8 ^".^e" band. In such a case, the system would include multiple laser 
* • and 7 k,usebme rnultiplexing techniques or the like to separate the wavelengths. 
Light from the two sources is shown as being combined so as to be focused at a single location by a common focus- 

XfTI?- I? 18 n0t neCeSSary> " h te de8ired to i,,umi nate the same regTon of the sanple. SiSriTiTe 
s^^T^cTinS 6 ^^^"^ " 11 fe n6CeSSary t0 P^eserveZhe r^ht^conSS'l 

^i^ 9 „^T MC !l 0W !L the ,i9ht P 888 " 18 thrOU9n tne 8am P ,e and being detected in line. As a general matter, the 
direction of the incident light to avoid background from the excitation source. However, since the excitation and the 

^rnTot^^' Sepa '!l ed ' 6 ^ ba * Br0Und * ^ to be an issue in mosi Ss^ Ra^e^ cS^d 
erabons may dwtate other geometries. For example, it may be desired to detect light traveling back along the oath of 
tt^ncdent radiation so that certain elements in the optica, train are shared between TdeSon 

Hon rtS! ^ inst T en * with , e'ements is a microscope where the objective is used to focus the excita- 

Son^S ^ S!T ^ C ° ,,a l the ^ radiafion - A P° tentel| y advantageous variation on such a coX 
ration makes use of the phenomenon of optical trapping. In a situation where the reporter Is bound to a small bead it 



20 



EP0 723146A1 



may be possWe to trap the bead in the region near the beam focus. The same source, or a different source, can be 
used to excite the reporter. The use of an infrared diode laser to trap small particles is described in Sato et al.. -Optical 
trapping of small particles using a 1.3jim compact InGaAsP laser/ Optics Letters, VU. 16. No. 5 (March 1, 1991), incor- 
porated herein by reference. 

Specific Detection Techniques 

As outlined above, multichannel detection uses optical devices such as f aters or dichroic beam splitters where the 
emission bands of the phosphor reporters are sufficiently separated. Similarly, it was pointed out that multiple reporters 
having a common emission band could be detected using electronic techniques. These electronic techniques wfll be 
described below in connection with multiple sources. However, the techniques will be first described in the context of a 
single channel. The techniques are useful in this context since there are sources of background that are in the same 
wavelength range as the signal sought to be measured. 

Fig. 2A shows an apparatus for implementing phase sensitive detection in the context of a single channel. Corre- 
sponding reference numerals are used for elements corresponding to those in earlier descrtoed figures. In this context, 
control electronics 35 comprises a waveform generator 37 and a frequency mixer 40. Waveform generator 37 drives 
laser diode 20(1 ) at a frequency U . ^ provides a signal at f , to the frequency mixer. The frequency mixer also receives 
the signal from detector 22(1) and a phase control input signal. This circuitry provides additional background discrimi- 
nation because the background has a much shorter lifetime than the signal sought to be measured (nanoseconds or 
microseconds corrpared to milliseconds). This causes the signal and background to have different phases (although 
they are both modulated at the characteristic frequency of the waveform generator). For a discussion of the lifetime- 
dependent phase shift, sfifi DemtrOder. Laser Spectroscopy, Springer-Veriag, New York. 1988. pp. 557-559. incorpo- 
rated herein by reference). The phase input signal is controlled to maximize the signal and discriminate against the 
background. This background discrimination differs from that typical for phase sensitive detection where the signal is 
modulated and the background is not Discrimination against unmodulated background is also beneficial here, leading 
to two types of discrimination. 

Because the signal relies on two-photon excitation, it is possible to use two modulated laser diodes and to detect 
the signal at the sum or difference of the modulation frequencies. Fig. 2B shows such an arrangement where first and 
second laser diodes 20(1) and 20(1 )' (emitting at the same wavelength X 1 . or possibly different wavelengths) are mod- 
ulated by signals from waveform generators 37a and 37b operating at respective frequencies f a and f^ The waveform 
generator output signals are communicated to a first frequency mixer 42. and a signal at f a ± f b is communicated to a 
second frequency mixer 45. The signal from detector 22(1) and a phase input signal are also communicated to fre- 
quency mixer 45. 

Fig. 3 shows apparatus for performing gated detectioa Since the background is shorter-lived than the signal, delay- 
ing the detection allows irrproved discrimination. To this end. the laser diode is driven by a pulse generator 50. a 
delayed output of which is used to enable a gated integrator or other gated analyzer 55. 

Fig. 4 shows an apparatus for performing diagnostics on a sample using first and second, reporters having excita- 
tion bands centered at X 1 and ^ and having overlapping emission bands near A3. The sample is irradiated by light from 
laser diodes 20(1 ) and 20(2) as discussed above in connection with Rg. 1 . First and second waveform generators 37(1 ) 
and 37(2) drive the laser diodes at respective frequencies f , and f 2 , and further provide signals at f A and f 2 to respective 
frequency mixers 60(1 ) and 60(2). The signal from detector 22(3) is communicated to both frequency mixers, which also 
receive respective phase input signals. Thus, frequency mixer 60(1) provides an output signal corresponding to the 
amount of emitted light modulated at frequency i % . which provides a measure of the presence of the first reporter in the 
sanpie. Similarly, frequency mixer 60(2) provides an output signal corresponding to the amount of emitted Tight modu- 
lated at frequency f 2 . which provides a measure of the presence of the second reporter in the sample. 

The use of two different wavelengths was discussed above in the context of two reporters having different excitation 
bands. However, the discussion is germane to a single reporter situation as well. Since the excitation is a two-photon 
process, there is no requirement that the two photons have the same energy. Rather, it is only necessary that the total 
energy of the two photons fall within the excitation band. Thus, since it is relatively straightforward and inexpensive to 
provide different wavelengths with laser olodes. there are more possible combinations, i.e.. more possible choices of 
total excitation energy. This allows more latitude in the choice of rare earth ions for up-converters since the excitation 
steps need not rely on energy transfer coincidences involving a single photon energy. Further, it may be possible to 
achieve direct stepwise excitation of the emitting ion (the erbium ion in the example outlined above) without using 
energy transfer from another absorbing ion (the ytterbium ion in the example) while taking advantage of resonant 
enhancement of intermediate levels. Additionally, the use of different wavelengths tor a single reporter can provide addi- 
tional options tor excitatiorvdependent multiplexing and background discrimination techniques. 

Multiple wavelength excitation of a single phosphor may occur in a number of ways, as shown in Figs. 5A through 
5C. Two lasers may cause stepwise excitation of a single ion. as shown in Fig. 5A. A first laser stimulates excitation from 
level 1 to level 2, and a second laser stimulates excitation from level 2 to level 3. at which level emission occurs. Single 
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Z^Z^T ° CCUr "ZIT^ tranSfer 88 in 5B - «" ^ case, a fir* laser stimulates excitation 

? ? T of the latter P f0Cess - levels 1 and 2 can be in a first ion (i.e., a sensitizer ion) and levels 3 and 

4inaseccfldion(i.e..actrvatorion)asshowninRg.5C. «nj ana leves a ana 

izn^^^^Jf^T 0 ^ 5' 5A - ^ ^"^fer is not required, and thus information on the polar- 
ST^r,^ ? Se '!. may and rause Polarization of the emitted radiation. In mis case, depolari- 

zation of the light may allow tor enhanced discrimination between signal and background noise 

For the multi-ran mute-laser excitation scheme shown in Figure 5C. there may be several phosohors that share a 
common ^n wave-ength. in ths case, discrimination between different phospLs r^SES EilS^ 

of different emission wavelengths and/or throuah time-oated fr^nonr-M^^.i^L „ 7 ~^ CT,uu,,WJWnineDa5,s 

Sizing modulation of the eS^enSS) '^^^'ated. and/or phase^ensrt.ve detection 

Specific Instrnmpnt FmhnH;^ 

or^S'i!!? schematic ™ optical train of a particular embodiment of apparatus for carrying out the 

present invention on a sample using a hand-held probe. This embodiment takes the tom*o^nZ^£J^Z 
comprising a housing 75 (shown in phantom,, a hand-heW probe 80. w^^otfc^i^ TZttSSE 
SS^T^-T »»" wHhi " the ^ng^purposes of^on^^^S^ Sat 
SL™n ^ ^ Sample TOy ^ "P «o «hree reporters having distinct emSn SnTSaanie 

The output beams from three laser diodes 85a-c are communicated throuah graded index fGRlNl im<u« fl7<^ 

The 2£j^j!?5? a 4 h T dpleCe 102> a " Wemal GR,N lens 105 - and • frustoconica. alignment tip 1 10 
sanpie. n is assumed that the test tibe is transmisshre to the laser radiation 

^JfT",?*!* 9 ™ emanating from •» re 9 i0 " 01 f o~s point 115 in the sample is collected bv GRIN lens 105 

E?2?il PartCU,ar m& arranaemerrt « shown where each filter reflects light* a respectivHrtSo^ 

SS^bX arran9ementS ^ ^ ^ * for ™ W — of ^ filters were bar^^rTto^ 

cussei'ZrSu^Srf^^^r' ^ ^ '"■W"* time-multip.exed or heterodyne techniques dis- 
cussea ^ techni Pues woddbe necessary, fa example, if the emission bands were not distinct. 

150 ,?use2 l aT^X JL"^^ pennon in which a charge coupled device (imaging array 
i qu is usea as a aetectof in combination with a two dimensional array 152 of Derides or nttw h*m,v*,4iK, 

Further , since the phosphor emission is relatively slow in rise and fall time it could be tim* ro*m^ #™«o~,i ~< 
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The techniques for fabricating the peptide array are descrtoed In a paper by Fodor et at. , light-Directed. Spatially 
Addressable Parallel Chemical Synthesis. "SflfflCa Vol- 251. pp. 767-773 (February 15. 1991). incorporated herein by 
reference. The particular array described contains 1024 discrete elements in a 1 .28 cm x 1 .28 cm area. 

The entxxfiment of Rg. 7A shows the peptide array in intimate contact with the CCD array. Indeed it may be pos- 
5 stole to deposit the peptides directly on the passivation layer without a separate substrate. However, there may be situ- 
ations where spatially separated arrays are preferred Fig. 7B shows an embodiment where the peptide array and the 
CCD array are separated. An array of lenses 165 collect the light from respective binding sites and focus it on respective 
detector elements. This arrangement facilitates the use of filters to the extent that other techniques for rejecting the exci- 
tation radiation are not used. 

w Optical trapping may be used to transiently immobilize a sample particle for determination of the presence or 
absence of phosphor on the particle. Conveniently, the wavelength range used to trap sample particles may be essen- 
tially identical to an excitation wavelength range for the up-converting phosphors) selected, so that optical trapping and 
excitation illumination is performed with the same source. Fig. 8 shows a block diagram of an apparatus used for single- 
beam gradient force trapping of small particles. 

75 

Fluorescence-activated Cell Sorting 

The up-converting phosphors descrtoed herein can be used as phosphorescent labels in fluorescent cell sorting by 
flow cytometry. Unlike conventional fluorescent dyes, up-converting phosphors possess the distinct advantage of not 

20 requiring excitation illumination in wavelength ranges (e.g.. UV) that damage genetic material and cells. Typically, up- 
converting phosphor labels are attached to a binding reagent, such as an antibody, that binds with high affinity and spe- 
cificity to a cell surface protein present on a sitoset of cells in a population of cells in suspension. The phosphor-labeled 
binding component is contacted with the ceil suspension under binding conditions, so that cells having the cell surface 
protein bind to the labeled binding reagent whereas cells lacking the cell surface protein do not substantially bind to the 

25 labeled binding reagent The suspended cells are passed across a sample detector under conditions wherein only 
about one individual cell is present in a sample detection zone at a time. A source, typically an IR laser, illuminates each 
cell and a detector, typically a photomuttiplier or photodiode. detects emitted radiation. The detector controls gating of 
the celt in the detection zone into one of a plurality of sample collection regions on the basis of the signal(s) detected. 
A general description of FACS apparatus and methods in provided in U.S. Patents 4.172.227; 4.347.935; 4.661.913; 

30 4,667.830; 5.093.234; 5.094,940; and 5.144.224. incorporated herein by reference. It is preferred that up-converting 
phosphors used as labels for FACS methods have excitation range(s) (and preferably also emission range(s)) which do 
not damage cells or genetic material; generally, radiation in the far red. and infrared ranges are preferred for excitation. 
It is believed that radiation in the range of 200 nm to 400 nm should be avoided, where possible, and the wavelength 
range 760 nm to 765 nm may be avoided in applications where maintenence of viable cells is desired. 

35 

Additional Variations 

In environments where absorption of the up-converted phosphor radiation is high, the phosphor microparticles are 
coated with a fluorescent dye or combination of dyes, in selected proportions, which absorb at the up-converted fre- 

40 quency and subsequently re-radiate at other wavelengths. Because the single-photon absorption cross-sections for 
these floors are typically very high, only a thin layer is required for complete absorption of the phosphor emission. This 
coat particle may then be encapsulated and coated in a suitable antigen or antibody receptor (e.g. micropartide). An 
example of this layering is depicted schematically in Rg. 9. There exists a wide variety of fluorescent dyes with strong 
absorption transitions in the visible, and their emission covers the visible range and extends into the infrared. Most have 

45 fluorescent efficiencies of 10% or more. In this manner, the emission wavelengths may be custom-tailored to pass 
through the particle's environment and optical interference filters may again used to distinguish between excitation and 
emission wavelengths. If a relatively large wavelength "window" in the test medium exists, then the variety of emission 
wavelengths which may be coated on a single type of phosphor is limited only by the number of available dyes and dye 
combinations. Discrimination between various reporters is then readily carried out using the spectroscopic and mufti- 

so plexing techniques described herein. Thus, the number of probe/reporter "fingerprints" which may be devised and used 
in a heterogenous mixture of multiple targets is virtually unlimited. 

The principles descrtoed above may also be adapted to driving species-specific photocata lytic and photochemical 
reactions. In addition to spectroscopic selection, the long emission decay times of the phosphors permit relatively slow 
reactions or series of reactions to take place within the emission following photoexposure. This is especially useful 

55 when the phosphor-[catalyst or reactant] conjugate enters an environment through which the excitation wavelength 
cannot penetrate. This slow release also increases the probability that more targets will interact with the particle. 

The unique decay rates of phosphor particles allow dynamic studies as well. In a system where continuous expo- 
sure to the excitation source is not possfcfe. or is invasive and thereby undesirable, pulsed excitation followed by 
delayed fluorescence detection is necessary. After the phosphor reporter has been photoexcited. the subsequent emis- 
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ston from the phosphor or phosphor/dye conjugate part.de lasts typically about a millisecond. In a dynamic environ- 

f 8 T^l^ SyStem m ° Vin9 m& P 3 ^ 8 wiD ^ a characteristically decaying intensity 

of tight as it travels relatrve to the excttation/detection apparatus. Combined with imaging optics appropriate tothescale 
of the system and the veiocities within the system a CCD photoelectric sensor array £ M 
or partides movement across the array's field of view. The delayed emission of the phosphors which is a well-charac 
^^TT " iakeS P ° SSib,e ,hedynamictrackin 0 of individual partde's positions, directions and velocities, 
and optionally calculation of partide size, density, and hydrodynamic conformation. As a partide moves it exposes 
TZ^T^J^^' ^ ™* ^'decreasing intensity. The more elements rt exposes over a certain fraction of 
its decay time, the faster it is moving. Therefore, the integrated intensity pattern of a partde's emission track" collected 

^"Z^St"*** t0 ***** * * e P 8 ^- ^ *"«■• ™* ** refreshed again at a7ytimT*th1 
5S2S22T^ r ■ ou "* Rfl - 10 iBustra,es this «*■"* Although only a depiction of "sidUn" exdVa 

Sri^ ^ r j r d -° nd6teCti0n 3nd arrangements, or combinations. arepos. 

T „ aTOy mtensrty informa,ion b * computer analysis will allow near-real time tracking ofthe 
EfJ^'™ 0 !! ° r Bvinfl Sys,ems Data ana| y sis «^ reduction performed by the computer would 

wll^T^T™ ^ 0< ? ph0Sph0f •» "umber of pixels illun^nated^eir 

S2n?m^2?l irt^fT 9 5? 00 tt,e ^ ^ * ,e intensity <*r«ributions from a blur drde from particles 
moving m and out of the focal plane of the array. In an end-on flow detection arrangement the size of the blur drcte 

ZfntinS e rt^l^ Uid 2 y OUt " *»■ »«* —5 *£S*S£ tot 

«^ aS'^S^?^ :^ m0rtt0rin9 Cn8mlStry «nd Kinetics in a reacWco.umr,^ernatively. 
the application of this method to flew cytometry may permit the resolution of cells on the basis of hydrodvnamic oroi 
ertes (sue. shape, density). The method may also be useful for in ^ diagnostic applied (^^^SZ 

toSZ^lESL 'i P ^^ n9 1 ph0Spn0r tem P«ature measurement methods are described in BeWanS 
Jorgensen CK (October. 1990) QefccsJLejL 1502). 1 100. incorporated herein by reference 

undiSS^ Th* inVenti0n 035 6660 described * 80016 d^il by way of illustration for purposes of clarity of 
c^atT Certain Chan9es and "«"»■■"■ may be practiced wiZuhe sccpeVthe 
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EXPERIMENTAL EXAMP|^ 

Validation Of Ifp-Convflrtinn Innrnanir Ph^ h ff f s as Rpnnrt^ 

Up<onverting phosphor partides comprising sodium yttrium fluoride doped with ytterbium-erbium were milled to 

SEES T fraC,, ° nated by ^ ^ ^coated with polycarboxylicTc" Na(Y^ .vCS^X *22 

£*?to io^^T" 96 940 to 960 ^ A ^ P^ dye fas^^Rd^rStion^s 
used to generate 8-ns to 10-ns duration pulses in the above frequency range 

The laser pulses were used to illuminate a suspension of milled phosphor partides in liquid and attached to class 

^oS'JSS 'r nesc8nce «*serv* at right ■nrfiSJE^ti^^ 

ZolTJ^^^^^T^° ** maximum ******* **»*> a pLomuftiplier. vacuum^ 
toaiode, or ample solid state photodKXle (depending on the light level observed) 

The luminescent signal level was determined as a function of solution pH (range: 6-8) grain size oartide toadino 
nCti 2 ETE ° , «? bi, ™ n9 ani0niC 6urtactart ' were recced Z « fa iTfcS-S S2 
S2c^ce Sme^Sr^r^ "fT, ^ ^ ^transient digitizer in order to delineate the 
luminescence lifetime under particular expenmental conditions. In situ signals were also measured bv laser seanni™ 

at a wavelength max.mum of 977.2 nm; emission maximum is about 541.0 ran Rg. 12 is an excitation scan of theohos- 
phor excrtation spectrum, with emission collection window set at 541 .0 nm: excitation rr^mTmeToX a^Te 

Z£2Z^?r*T 1 8PPfOXima,ely **** 977 nm 1 3 H a time^ecaTnTsurSnem oTt^noX 
luminescence at 541.0 nm after termination of excitation illumination: maximal phosohaescence aooeam fl( Z!! 
matdy 400 »s wHh a gradual decay to a tower, stable level of phc^horesZce^^^ 

wa S u2^Lrp!^« e I ldendeS °i Subm)Cron Na(Yo.8Ybo., 2 Er 00fl )F 4 partides were measured. A Tirsapphire laser 
^L ^L^ Tl 6 a ^ a i PeCtr ° Ptl0tOmGt9r and Pnotomu.tip.ier was used as a detection^stem Z 
^^mwsurementwerepertormed. The first wasadirect measuremert in whk* the absdirte emission oer partide 
for phosphor suspens«,ns was measured in emission bands at 540 nm and 660 nm. The calibrateTc^sectiSs a>e 
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shown in Rg. 1 5. and size-dependence is shown graphically in Rg. 1 6. This corresponded to a phosphorescence cross- 
section of approximately 1x10* 16 cm 2 for 0.3|im particles with excitation fight at 975 nm and an intensity of approxi- 
mately 20 W/cm 2 . The emission efficiency of dry phosphor powder of about 25 jim was also measured. On the basis of 
known values for the absorption cross-section of Yb* 3 in crystalline hosts (Lacovara et al. (1991) Op. Lett 1£: 1089, 

5 incorporated herein by reference) and the measured dependence of the phosphorescence emission on particle size, a 
phosphorescence cross-section of approximately 1x10' 15 cm 2 was found. The difference between these two measure- 
ments may be due to a difference in phosphorescence efficiency between dry phosphor and aqueous suspensions, or 
due to absorption of multiply scattered photons in the dry phosphor. On the basis of either of these cross-section esti- 
mates, the cross-section is sufficiently large to allow detection of single submicron phosphor particles at moderate laser 

10 intensities. At laser intensities of roughly 1 0 W/cm 2 . the phosphorescence scales as the laser intensity to the 1 .5 power. 

Phosphor Partus Performance: Sensitivity pf Detection 

A series of TerasaW plates containing serial dilutions of monodisperse 0.3 \itr\ up-converting phosphor particles 
is consisting of (Yobs***) osfroWz^S were tested for up-conversion fluorescence under IR diode laser illumination in a 
prototype instrument. 

The phosphor particles were prepared by settling in DMSO and were serially diluted into a 0. 1% aqueous gum ara- 
ble solution. This appeared to completely eliminate any water dispersion problems. The serial dilutions used are listed 
in Table III. 

20 



TABLE III 



Label 


Phosphor Loading (ng/well) 


Phosphor Loading (particles/well) 


Equivalent Detection Sensitivity (M) 


10° 


1700±90 


23.600.00011 .200.000 


4x1 0" 12 


io< 


170±9 


2.360.0001120.000 


4x10* 13 


10-* 


1710.9 


236.000112.000 


4x10' 14 


10 3 


1.7±0.09 


23.60011.200 


4.10' 15 


1<H 


0.170±0.009 


2.3601120 


4x1 0 16 


10 5 


0.017±0.0009 


236±12 


4x10* 17 


10-* 


O.OO17±0.OO0O9 


23.611.2 


4x10" 18 
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The stock DMSO dispersion had a phosphor density of 1.7040.09 mg/mL (at 95% confidence limits), determined 
gravimetrically by evaporating 4-1 ml samples. This translates to 23.6x1 0 9 particles/ml (assuming an average particle 
size of 0.3|im and particle density of 5.3 g/mL). The residue after evaporating the samples over the weekend at 110- 
40 1 20 # C was noticeably yellow, but dad phosphoresce when tested with an IR diode laser. 

visual green light emanated from afl serial dilutions down to 10" 3 (i.e., 1 .7 pg/rnL or 23.6x1 0 6 particles/mL) in a 1 
mL polypropylene microfuge tube using a hand-held diode laser in a dark room. The 1 0* 1 and 1 0' 2 dilutions were visibly 
cloudy. Either 1 §jlI of each serial dilution, or 0.1 fil of the next higher dilution, were pipetted into a well on the Terisaki 
plate. It was found that 1 nl fills the bottom of the well and 0. 1 pi spreads along the edge of the well, but does not cover 
45 the entire surface. Because of the statistical and pipetting problems associated with small volumes with low panicle 
concentrations. 2 to 4 replicates were prepared of each dilution. 

The well of a TerasaW plate holds a 10 pi sample volume. Assuming all the phosphor particles contained in this vol- 
ume adhere to the bottom of the sample well, we can estimate an equivalent detection sensitivity (Table III), ft should 
be noted that 10* 15 to 10~ 16 M is the normal range of enzyme-linked surface assays. 

50 

Qpntrgl Sample R^utfe 

The control samples were scanned using a prototype up-conversion f luorimeter device (David Sarnoff Research 
Center). The samples were scanned by moving the plate in 50 Jim increments, using a motorized X-Y positioning stage. 
55 relative to the focal point of an infrared diode laser. 

The IR diode laser was operated at 63 mW (100 mA). The beam was focused to 2.4x1 0" 3 cm 2 at the focal point. As 
the bottom of the sample well is about 1 .4x1 0" 2 cm 2 (1365 nm diameter), the beam covers less than 1 7% of the well 
bottom surface at any individual position. The well also has sloping side walls which widen from bottom to top of the 
sample well and are also interrogated by a progressively divergent laser beam. Neglecting losses in the optics, the IR 
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light intensity at the focal point (bottom of the sample well) was approximately 26-27 W/cm 2 at 980 nm wavelength A 
photomutopler ui>e (PMT) was used for detection of the visible (upconverted) light emitted from the sample. Since the 
laser beam width was smaller than the surface area at the bottom of the sample well, the plate was aligned by visual 
inspect™ against the focal point of the diode laser so that the laser was centered in the middle well (C6 when reading 
wells C5. C6 and C7. and D6when reading wells D5.D6. and 07). 

The PMT signal (amps) was recorded at each plate position and numerically integrated over the width of the sam- 
ple well (approximately 4000 M m). Several scans were made at different positions in the 10* to 10° dilution sample 
wells to determ.ne the uniformity of the particle distribution. The background signal was determined by integrating the 
average dark field current of the PMT over a 4000 um distance, which yields an integrated background signal of 1x10" 
ua-m. The integration products of the samples wells were scaled to this background signal, and are shown in Rg. 19. 

Immunodiaonoslic Sam ple Detection 

A series of IgG/anti-IgG samples for demonstrating the capabilities of the up-converting phosphor reporters in a 
immunosofbant assay format was prepared. These samples consisted of six individual wells (positive samples) coated 
wrth antigen (mouse IgG) and bovine serum albumin (BSA). and six wells coated with BSA alone (negative controls) 
Nominal 0.3 fim (Y 0 86 Ybo.oaEro.oskOjS phosphor particles coated with goat anti-mouse IgG antibody (arrti-taG) were 
then used as the reporter-antibody conjugate. 

rSl (C5, P 6 * T\ ° 5 ' 061 and D7) * 8 dear P<»ystyrene TerasaW plate were coated with mouse IgG by incu- 
bating at 37 C against 5 uL of a 100 ug/uL mouse IgG solution in phosphate buffered saline (PBS). After 1 h this solu- 

^^ff^ e8Ch 8anp,e We " W3S W88hed 10 uL 01 3% BSA in PBS. This was immediately aspirated 

?2 ^SSSS^? 3% BSA in PBS Ea< * Samp ' e we " was Post-coa««l BSA by incubating agairet the 

St SS^S V " at 37 ° C ' ^ V*™* **« i0n was °« and the plates storedfat^C over 

CJSMiT 7? t Wefe cons,dered in P 05 ^ 8 ™* *a™ wells in a second Terasaki plate were prepared 

LJ^ 1 exCept,hey were 001 008,6(1 mouse 'AG- This second set of sample wells were considered 

negative controls. 

Phosphor-Antibody Canjiiyitp 

DMSO 8 ^*?, !Si^ 08 S 006)2O2S Ph0Sph0r "y*** W3S pfep8rea ' °y suspending the dry phosphors into 
S^l SrTi^S S «^™*f**Mely 10? particles/mL as determined by counting the number of parti- 
S^S^u 2 IT ° Pt,Cal mcros ^ 11 ^ ^ n°ted that the 0.3 um fundamental particle sizewas 
f t 11 l,mrtS °* the m,croscope ^ 60,ution *«s allowed to settle undistuibed for 3 days. The superna- 

JStfon" ™* PreSUmaWy COntained "Asperse smaller particles was used for subsequent con- 

Thk^^T" 56 ' 9G ^!T i f d i 1^1 OTnju9a,ed adsorption) the DMSO fractionated phosphor particles. 
£^2 ZS^" L * IZi? 8 ° IU,i0n (in 01M DH 7 2 > with 100 ML of the phosphor suspension 

f^I t ^!^" nCentrat, ° nS W6re tned in the range of 0.025 to 1 ug/jiL A concentration of 0.25 ug/uL 
S^2hJ?^S eff ' aeflt C ° 8tinfl (ie - maxlmum ^ with a minimum of dumping oftnephos- 

SSl^^rS^ 81 «»m temperature with the Ab in this OMSO/Tris solution 

^ V^T 9 phos e nor - Ab oonjusates were centrifuged from this solution and resuspended in a 
3 vg/mL BSA soluton m PBS tor post-coatmg. The resulting BS A/PSA resuspension was used directly for the assay. 
^ ™ de8 I ee ? adsorption to the phosphors, and residual Ab activity, was determined by titrating the phosphor- 
^ * ? , '^ eSCein ' SOthiOCyana,e < FITC > oonjugated-mouse IgG. The resulting F.TC^ed phosphoSWre 
ET? ^ Cytef0 " AbS0 ' lJte ,,OW cytometer - *** was 8| *> capable of measuring the relative Szeof me pTrti 
i^jT SU3p °^ Jlat0ns were o" 86 ^ with about 65% of the counted particles appearing as small^re- 

SST^ . and , 3S J ^.-B"*™* larger, presumably aggregates. Only 60? of the smS£ 
subpopulation appeared to have signrf .cant quantibes of active Ab (determined by FITC fluorescence) Of the Duroorted 

*? ,0 C ° rtain BCt,Ve ^ <* FfTC f --oe-e). Tnis sugges^hanetThaT^Tthl 

SSE^iE Wefe ° a " appr °P ri8te 8 * e ("O^" 81 0-3 um) and exhibited anti-mouse IgG activity. A similar 

fraction of phosphor-Ab conjugates (31%) were active but carried a significantly larger phosphor reporter 

ole w^H^SiSn^ Y e £ rded 81 e8ch P ,ate P^on and numerically integrated over the width of the sam- 
ple well (approximately 4000 um). The average signals (with 95% confidence limits) are: 

Average of Positive Samples = 1.30X10" 4 ± 1.25x10 "* ua-m 

Average of Negative Controls » 4.20x10 6 ± 6.82x10 6 ua-m 
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The positive samples and negative controls are statistically different at the 99.9% confidence level. The positive sam- 
ples emit on average 30.0429.7 times more light than the negative controls. 

linkage of Pho sphors to Biological Macromolecules 

In order to delineate further the parameters for up-converting phosphors as biochemical reporters, biological linkers 
were attached to phosphor particles. Sodium yttrium fluoride-ytterbium/erbium phosphor particles were coated with 
streptavidin. The excitation and emission spectral properties of the phosphor alone and the phosphor coated with 
streptavidin were measured (Rgs. 17A. 17B, 18 A, and 188) and both the uncoated and streptavidin-coated phosphors 
were almost identical in their absorption and emission properties, indicating that the attachment of macromolecular link- 
ers (e.g., proteins) have little if any effect on the phosphorescent properties of the up-converting phosphor. The strepta- 
vidirvcoated phosphors were then specifically bound to biotinylated magnetic beads, demonstrating the applicability of 
linker-conjugated inorganic phosphors as reporters in biochemical assays, such as immunoassays, immunohistochem- 
istry. nucleic acid hybridizations, and other assays. Magnetic bead technology allows for the easy separation of biotin- 
bound streptavidin-coated phosphor from a solution, and is particularly well-suited for sandwich assays wherein the 
magnetic bead is the solid substrate. 

Advantageously, streptavidirvbiotin chemistry is widely used in a variety of biological assays, for which up-convert- 
ing phosphor reporters are suited. Fig. 20 shows schematically, fa example and not limitation, one embodiment of an 
immunoassay for detecting an analyte in a solution by binding the analyte (e.g., an antigen target) to a biotinylated anti- 
body, wherein the analyte forms a sandwich complex immobilized on a solid substrate (e.g., a magnetic bead) by linking 
a first binding component bound directly to the solid substrate to a second binding component (e.g.. the biotinylated 
antibody); a streptavidin-coated up-converting phosphor then bends specifically to the biotinylated antibody in the sand- 
wich and serves to report formation of the sandwich complex on the solid substrate (which is a measure of the analyte 
concentration). When the solid substrate is a magnetic bead, it is readily removed from the sample solution by magnetic 
separation and the amount of phosphor attached to the bead(s) in sandwich complex(es) are determined by measuring 
specific up-converting phosphorescence. Thus, sandwich complex phosphorescence provides a quantitative measure 
of analyte concentration. 

Biotinylated polynucleotides are also conveniently used as hybridization probes, which can be bound by streptavi- 
din-coated up-converting phosphors to report hybrid formation. 

Background Phosphorescent in Pjologigfil Samples 

Background signals were determined in two biological samples for determination of potential background in immu- 
noassays. Sputum and urine were used as samples in the same apparatus as used for the phosphorescence sensitivity 
measurements (supra) . No background levels were found above the system noise levels set by the photomuitiplier dark 
current. This noise level allows detection of signals from on the order of a few hundred particles/cm 3 . This is close to a 
single particle in the detection volume of the system. 

A photomuitiplier is a preferred choice for a detector for high sensitivity measurements of up-converting phosphors 
since photomultipliers can be selected to produce high quantum efficiency at the up-converted (i.e., emitted) wave- 
lengths and virtually no response in the range of the longer excitation wavelengths. 

Detection of Cell Antigens with PhosphgH,flfrHffif frfrfryiiftfi 

Streptavidin is attached to the tp-converting phosphor particles as described, supra . The mouse lymphoma cell 
line, EL-4, is probed with a hamster anti-C03 antibody which specifically binds to the 30 kD cell surface EL-4 CD3 T 
lymphocyte differentiation antigen. The primary hamster antibody is then specifically bound by a biotinylated goat-anti- 
hamster secondary antibody. The biotinylated secondary antibody is then detected with the streptavkfin-phosphor con- 
jugate. This type of multiple antibody attachment and labeling is termed antibody layering. 

Addition of multiple layers (e.g.. binding the primary hamster Ab with a goat-antihamster Ab. followed by binding 
with a biotinylated rabbit-ant igoat Ab) are used to increase the distance separating the phosphor from the target. The 
layering effect on signal intensity and target detection specificity is calibrated and optimized for the individual application 
by performing layer antibody layering from one layer (primary antfoody is biotinylated) to at least five layers and ascer- 
taining the optimal number of layers for detecting CD3 on EL-4 cells. 

Fig. 21 schematically portrays simultaneous detection of two EL-4 cell surface antigens using phosphors which can 
be distinguished on the basis of excitation and/or emission spectra. Detection of both antigens in the scheme shown in 
Fig. 21 uses a biotinylated terminal antibody which is conjugated to streptavidin-coated phosphor (#1 or #2) prior to 
incubation with the Ab-iayered sample. Thus, the phosphor-antibody specificity is retained through the unusually strong 
(K 0 approx. 1 x 10 15 M" 1 ) non-covalent bond between streptavidin and biotin which is pre-formed before incubation with 
the primary antibody-bound sample. Quantitation of each antigen is accomplished by detecting the distinct signal(s) 
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attnUrtatte to each ."dividual phosphor species. Phosphorescent signals can be distinguished on the basis of 

T^ m ^r°l SPeCtaWn ,hWesCence *«y *•* « a con*ination of tSTcSSpC^ 
crimiStiS ^,^ e r tiC °' 80 8Pparatus ** P^sensftive detection, which affords additional background <fis- 
^CcT^ 

Covalent Conjugation of Unconvflrtinn pfr ffohor Lahoi ^ A "*™ 

consisted of adding th.opropvttriethoxys.lane (2g) and 95% aq ethanol OOOmLl to a L «.i . 

stirred for 2 minutes Aooroximatelv a mi nf fei « •. r™ 3 ™ 1 (100mL) to a 500 mL Erlenmeyer flask and 

ture. This suspe^n^sSfaf ^ n ISf, T 9 ^ j* 0 ^ suspenaon * DMSO was then added to the mix- 
separate the^oSor^r^lf 2?™* 2 n " nulB8 ' **" ,ra^sfenr « , *> centrifuge tubes and centrifuged to 

^ed^ors™^^ 

1 7.7 55^^^ 01 ^ ^ (954m9 "*■" ^hydrate and 

allow the rinyS^ysuxfmWe es£ o^elS toEJS ^ ^ * r °° m tem P eratw ° 30 «*• to 

a jwmi «^Jn.,«^ ■ 5IAB 10 react with pnmary amines on the avidin (Avidin-SIAB stack! 

allowing additions were then 



Measureme nt Apparaft ,^ 



40 



¥5 



50 



Sarnoff Research Center als?sn£s a sma!l S a So 7™ m/J^n TJ**™ data provided «V the David 
A5.08 cm focal ler^lSs^u^^L^"^ !^ sp f khas 15%thei "*ensity of thepeakat985nm. 
ured as 6.1 mW at thTcWlo^ir^ T« 12°? beam - ^ P ° wer of the ,R tes * «9« was meas- 
cuvette. This m£ to SIESSSS^^SS «2 ?" ^ WS teCUMd at *• <* the 
beam is diverging as ft emer^ec^i^ 

to be 4 x 10"- 16 M (240 uOO pKKE^JJS K^^jS^ 48000 ^ determined * ^ di,ution 
wavelengths of 406^nm ^STnm ^TnTJ^^ P ^ OSp ( hor emresion P*** in the spectrum were seen at 
548nm^ak was uS todSSSSe^S ° ^ ^ ^ at 548 nm ' ^ of the 

unKage of Avtiin-Phpsphpr Comaaie to c«ii s,,^ ^ M ^ n 

confcinin^ #G 7 M07 ° 92) W3S <" RPM. 1640 media 

a final concentration of 5 x 10 6 cells/ml These ce«s wll mT L^^f h " 0 t " neS PBS re **Pe«ded to 
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these samples received biotinyiated goat anti-mouse IgG. while the remaining two received FITC-labelled goat anti- 
mouse IgG. These immunopredpitations were performed at 4°C for 30 minutes in volume of 400 jiL with a final second 
antibody concentration of 20 ng/ml. The cells were harvested and washed in PBS as above but were resuspended in 
50 nL of blocking buffer (0.2% purified casein in PBS, Tropix, Bedford, MA). The ceU-anttoody complexes were blocked 

5 in this solution for 30 minutes at room temperature and then transferred to fresh tubes. 

A pre-Wocked suspension (40 jiL) of either avidin-Phosphor conjugate, avidin-FITC, avidin, or unconjugated Phos- 
phor was added to four of the cell samples conjugated with the biotinyiated anti-mouse IgG (H&L). In addition, an equal 
amount of pre-Wocked avidin-Phosphor or unconjugated Phosphor was added to the remaining two cell samples immu- 
noprecipftated with the non-biotinytated FITC-iabelled anti-mouse IgG (H&L). The avidin reporter conjugates or nega- 

io tive controls were pre-Wocked as follows. Avidin-Phosphor and Phosphor alone was diluted in blocking buffer by adding 
10 |ii- of a 6.7 mg/ml suspension to a final volume of 1 00 uL Avidin-FITC and the avidin alone controls were also cfiluted 
in blocking buffer by adding 27 \iL of 2.5 mg/ml solution to a final volume of 100 |iL These reagents were blocked at 
room temperature for 3 hours with intermittent resuspension and then added to 50 nL of cells labelled with biotinyiated 
or non-biotinytated second antibody. The avidin-biotin reactions were performed at room temperature for 30 minutes 

is with occasional resuspension. The reactions were slopped by harvesting the ceils by centrifugatton and washing twice 
in blocking buffer. The samples were resuspended in 100 yl of blocking buffer and allowed to settle for 4-5 minutes. 
Slides for imaging were prepared by pipetting 5 \iL of settled cells from the bottom of the tube. Cells were imaged by 
confocal laser microscopy under appropriate conditions to observe cell surface FITC and upconverting phosphor sig- 
nals. The observations are summarized in Table IV. 

20 The remainder of the samples were used to resuspend paramagnetic polystyrene beads bound with sheep anti- 
mouse IgG. For each of the six samples. 3 x 10 7 beads were pre-washed with blocking buffer for 1 hour at room tem- 
perature in Eppendorf tubes. The buffer was removed by aspiration while the tubes were in a magnetic rack. The mag- 
netic beads with anti -mouse IgG were allowed to bind to the antibody labelled cells for 1 hour at room temperature with 
intermittent resuspension. The magnetic beads were then collected on a magnetic rack, washed tour times in blocking 

25 buffer, resuspended in 100 fiL blocking buffer, transferred to a fresh tube, and up-converting phosphorescence was 
measured on the f luorimeter. 

To scan for phosphor emission, the emission monochromator bandwidth was set to 8nm and the spectra were 
scanned from 500 to 700nm with a step size of 2nm. Samples were also measured for FITC signal by exciting the sam- 
ples with 37 |iM at \ = 490nm with a 2 nm bandwidth. Since the excitation wavelength (490 nm) and the emission wave- 

30 length (514 nm) are very close for FITC, higher resolution was required to get separable signals than with phosphor 
labelling. The intensity of the 490nm signal was 240 M W/cm 2 at the center of the well. FITC emission spectra were 
scanned at 0.5nm increments from 450nm to 750nm with a 2 nm bandwidth on the emission monochromator. Sample 
1 is the positive control and clearly yielded the highest emission signal. Sample 2 indicates that any nonspecific adsorp- 
tion of the phosphors to the sample is limited and is readily discriminated from signal attrtoutaWe to avidin-conjugated 

35 phosphor and showing that avidin linked phosphors can specifically bind only when they are conjugated with the probe, 
in this example through the biotin-avidin linkage. Sample 3 is the negative control which contains no phosphors, only 
avidia Sample 4 shows FITC-conjugated avidin. Although FITC signals were observed on the cell surface by laser 
microscopy, the signals were below the level of detection on the f luorimeter for measurement of FITC, and since there 
was no phosphor in the sample there was no significant phosphor signal. Samples 5 and 6 show that FITC-conjugated 

40 primary antibodies can be detected and that the presence of phosphor or avidin-phosphor does not significantly disrupt 
binding of the primary antibody to its target antigen. 



Table IV 



Tube 


Type of goat anti-mouse IgG 


Avidin Conjugate 


Cell Surface 
Phosphor Signal 


Cell Surface FITC Signal 


1 


biotinyiated 


Avidin-Phosphor 


+ 




2 


biotinyiated 


Phosphor 






3 


biotinyiated 


Avidin 






4 


biotinyiated 


Avidin-FITC 






5 


FITC labelled 


Avidin-Phosphor 




+ 


6 


FITC labelled 


Phosphor 




+ 
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linkage of Avidin-Phasnhnr Conjugate f Q 



mM r^^ y ( ?fji 9) ^ "** tranSteted h the P fesence 0» 20 mM dGTP. 20 mM dCTP. 20 mM biotin-14 dATP 13 
mZiEZll ^iT' 1 1dUTPand ^byethanol precipitation. The average size of the WoftJSed 
JSZl^ ^ ^ents was estimated tobe between 200-300 nucleotides as esftnaTed by gel electrophoraS' 

1^1 soluton (PBS) in a 200 M L volume. An equivalent reaction containing no DNA was also prepared Each ofYheZ 
samples were then aliquoted (50 uL) into three fresh Eppendorf tubes t**f*»*>- tacn or me iwo 

?, e a ^' COni ^ at ^ were Wocked *»■ 1 hour at room temperature by diluting 500 ug of an avidin-phosphor sus- 

Unbound avidm^onjugates were removed by resuspending 3 x 10 7 Daramaanetic h^rfe VmWon ^ . 

b^w^^^^n^r 5 raC,<andWaShed4t06 *"« h PBS ^ *^ t-nd 
reposed SStt^^t*™ 500 ,0 70 ? nm a bandwidth of 8 nm and step size of 2 nm. Each PMT value 
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Upconverting Phosphor Nucleic Acid Diagnostic Assay Results 


Sample 


DNA 


Reporter 


PMT Signal 
(V(g>546nm) 


PMT Signal (V@514nm) 


1 


DNA labeled with dig- 
oxigenin and biotin 


Avidin linked Phosphor 


6.1297 


" 2.4788 


2 


DNA labeled with dig- 
oxigenin and biotin 


Silanized Phosphor 


1.0528 


4.4022 


3 


~~ No DNA 


Avidin linked Phosphor 


1.6302 


3.5779 


4 


DNA labelled with dig- 
oxigenin andtxottn 


Avidin 


0.8505 


2.8067 


5 


DNA labefled with dig- 
oxigenin and biotin 


FITC-Avidin 


1.0484 


8.4394 


6 


~ No 0NA 


FITC-Avidin 


1 0899 


3.5779 



50 
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PhQSDhor Downconvprftjfl n Evaluatrpn 

lengths cited by Tanke et al (US Pater! isoSSi M ^*' nodownco nversion was seen at the excitation wave- 
reported in Tanke et aT 5.043.265). Thus, the upconvertng phosphors tested are unlike those 
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"PMO^NEQUS ASSAYS 

The murtiphoton activation process characteristic of upconverting phosphors can be exploited to produce assays 
that require no sample washing steps. Such diagnostic assays that do not require the removal of unbound phosphor 
labels from the sample are herein termed homogeneous assays, and can also be termed pseudohomogeneous assays. 

Homogeneou s Assay Example 1 

One embodiment of a homogeneous assay consists of the use of an upconverting phosphor label linked to an 
appropriate probe (e.g.. an antibody or DNA). The phosphor-labeled probe specifically binds to a target (e.g.. antigen 
or nucleic acid) that is linked to a capturing surface. A suitable capture surface can be the tip of a light carrying optical 
fiber (Fig. 23) or the bottom surface of a sample container (Rg. 24). Upon incubation of the target-labelled capture sur- 
face with the phosphor-labelled probe, phosphor particles will accumulate at the capture surface as a function of the 
amount of target present on the capturing surface. The target may be linked directly to the capturing surface or may be 
immobilized by interaction with a binding agent (e.g., specific antibody reactive with target polynucleotide that binds tar- 
get) that is itself linked to the capturing surface (such as in a sandwich immunoassay, for example). 

Detection of the phosphor bound to the capture surface is effected using an excitation light that is focused from a 
low intensity beam of large cross-section to a high intensity beam of small cross-section with the tocal point of the beam 
being at or very near the capture surface. Focusing of the excitation light is accomplished by transmission through opti- 
cal elements that have a very small focal distance, such that the beam diverges, becoming less intense, within a short 
distance of the capture surface. 

Since the intensity of the light emitted from the upconverting phosphor labels is proportional to the excitation light 
intensity raised to a power of two or greater, phosphors near the focal point of the excitation source will emit significantly 
more light than those remaining in suspension in the sample away from the capture surface. Therefore, binding of 
upconverting phosphor linked probes to the capture surface will yield an increase in emitted light intensity measured 
from the sample as a whole or as measured from a control sample in which phosphors do not bind to the capture sur- 
face. Emitted light intensity may be plotted as a function of target concentration using for standardization (calibration) a 
series of samples containing predetermined concentrations of target. The emitted light intensity from a test sample 
(unknown concentration of target) can be compared to the standard curve thus generated to determine the concentra- 
tion of target. 

Examples of suitable homogeneous assay formats include, but are not limited to. immunodiagnostic sandwich 
assays and antigen and/or antibody surface competition assays. 

Homogeneous Assay Example 2 

Another embodiment allows for the accumulation of upconverting phosphor linked probes at the detection surface 
by the application of centrifugal or gravitational settling. In this embodiment an upconverting phosphor is linked to mul- 
tiple probes. All the probes must bind to the same target although said binding can be accomplished at different loca- 
tions (e.g., as antibody probes may target different epitopes on a single antigen). The multiprobe phosphor can then be 
used to effect the aggregation of targets in solution or suspension in the sample. This aggregation will result in the for- 
mation of a large insoluble phosphor-probe-target complex that precipitates from solution or suspension (Fig. 25). The 
aggregated complex containing phosphors accumulates at a detection surface while nonaggregated material remains 
in solution or suspension. Detection is accomplished as described in the above example using a 6harply converging 
excitation beam. 

Although the present invention has been described in some detail by way of illustration for purposes of clarity of 
understanding, it will be apparent that certain changes and modifications may be practiced within the scope of the 

claims. 

Claims 

1 . Apparatus for analysing a sample possibly containing an up-converting luminescent reporter characterised by an 
excitation band in a first range of wavelengths and an emission band in a second range of wavelengths that are 
shorter than the wavelengths in the first range, the apparatus comprising: 

a source capable of emitting light in a range of wavelengths that overlaps with at least a portion of the exci- 
tation band of the reporter; 

means for energising said source; 

a detector capable of detecting fight in a range of wavelengths thai overlaps with at least a portion of the 
emission band of the reporter; 

ftr^t means tor directing at least a portion of the light emitted by said source to a location at the sample. 
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inciuding light in the first range of wavelengths and excluding light in the second range of wavelengths- 
second means for directing at least a portion of the light emanating from said location at the sample to said 
detector, including light in the second range of wavelengths: 

w _ mea " s ; eou P ,ed to detectc * ** Operating an electrical signal representative of the intensity of light inci- 
denton said detector in a range of wavelengths that includes wavelengths in the second range and excludes wave- 
lengths in the first range. 



lengths in the first range. 

2. The apparatus of claim 1 wherein: 

said detector is responsive to light in the first and second ranges; and 

said second means for directing includes a wavelength-selective element; and 

only light having wavelengths in the second range reaches said detector. 



3. 



The apparatus of claim 1 or claim 2, wherein the excitation band is in the near infrared region of the spectrum and 
me emission band is in the visible region of the spectrum. ^ 

*' ^^^^S t ^ m J aim ' Wherei " samp,e P 0 ^^ further contains a second reporter character- 
%52Z£Tl ^If ranfle 01 lengths and an emission band in a fourth rangeof wavelengVns 
casing ranges do not overlap and the second and fourth ranges do notovert ap, and furth* 

the iSSSS ^ in 8 * W3Ve,en9thS ** ^ * 16881 8 »"*" « 
means for energizing said second source; 

of the ^^££££2? ' * ** 
*Wmearwfordir^ 

pie. indudmg light in the third range of wavelengths and excluding light in the fourth range of waSiX 

detect<r;Su^.^ i ^ 9 ^ ,eaSt T rt0n 01 ' i9ht emanatin 9 from at the sample to said 

aeiector. including light in the fourth range of wavelengths; and 

intPn^'S? me8nS ; to 8econd detector - for aerating an electrical signal representative of the 

intensrty of ligtrt incident on said second detector in a range of wavelengths that includes wavelengths in the fourth 
range and excludes wavelengths in the first, second, and third ranges. wavelengths in the fourth 

' ^^I^TS 9 8 !! mp ' e POSSible containin 9 «rst and second up-converting luminescent reporters 
wherein the first reporter ,s characterised by an excitation band in a first range of wavelengths and an enSssfon 

™e I w^ZS J'J" eXC fT 631X1 in 3 ,hird ran 9 e 01 wavelengths and an emission band in a fourth 

Sezrir 51 ™ ran9es do not ^ ^ 1,16 secofxj and fourth ^ — 

the exc^r^e^^ 9 ^ " * " ^ ^ 8 a <* 

onsaxZ"^^ 

hJK^m t^ 0 ' "*! ^ by ,irst and second ^rces to a location at the 

SoSsrj * ^ * wave,en9ths and exdudin9 ,ight 10 ^ ^ and *** 

nreans. coupled to said detector, for generating first and second electrical signals representative of the 

^^S^£"T m 00 ■* 31 W3Ve,en9thS second and 
the first and third ranges, including means lor distinguishing said different intensity patterns. 

h^^^^'^l^Tl^^ 30 Up - COnvertin9 descent reporter characterised by an excitation 
t^et^ 

report£° V,d,n9 * ° af>3b>e " * 9 ** 3 r3n9e 0< wave,en 9 ths * within the excitation band of the 

report^'" 9 * ***** ***** * d8teCtinfl ' i(,ht 3 wave,en « ,hs is •«* »e excitation band of trie 
providing a detector capable of detecting light in a wavelength that is within the emission band of the 
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reporter; 

directing light emitted by said source to a location at the sample; 
Greeting light emanating from said location at the sample to the detector; 

generating an electrical signal representative of the intensity of light in a range of wavelengths that includes 
wavelengths in the second range and excludes wavelengths in the first range. 

The method of claim 6 wherein the excitation band is in the near infrared region of the spectrum and the emission 
band is in the visible region of the spectrum. 

A combination conprising a sample containing an up-converting luminescent reporter as defined in claim 1 or any 
claim dependent thereon and an apparatus as defined in claim 1 or any daim dependent thereon, wherein the 
apparatus is analysing the sample. 

A corribination comprising a sample containing an up-converting luminescent reporter as defined in daim 5 or any 
claim dependent thereon and an apparatus as defined in claim 5 or any claim dependent thereon, wherein the 
apparatus is analysing the sample. 
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